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AccuSEQ Real-Time PCR Detection and Analysis Software

AccuSEQ v2.1 Real-Time PCR
Detection and Analysis Software

Introduction
e Automated presence or absence calls for Applied

Biosystems™ MycoSEQ™ Mycoplasma Detection Kit

e Automated volume calculations and optimized plate
layout for the MycoSEQ system

e Accurate quantitation with Applied Biosystems™
resDNASEQ™ Host Cell DNA Quantitation System

™

e Nonlinear fitting for Applied Biosystems™ ProteinSEQ
CHO Host Cell Protein Quantification Kit and Protein
Quantitation Systems

e Built-in calculator for dilution adjustment

e Built-in calculator for efficiency and recovery
e Quality flags

e Windows™ 7 64-bit supported

Applied Biosystems™ AccuSEQ™ v2.1 Real-Time PCR
Detection and Analysis Software is a full-featured software
package that supports both routine gPCR assays and

the unique needs of analytical testing for contaminants
and impurities.

AccuSEQ Real-Time PCR Detection and Analysis Software
is the software component of an integrated workflow for
the SEQ family of impurity and contaminant tests, including
the MycoSEQ system, the resDNASEQ system, and the
ProteinSEQ protein quantitation systems. Automated
analysis tools enable one-click processing of MycoSEQ
Mycoplasma Detection assay data, capable of delivering a
presence or absence call within seconds of data collection
being completed. Nonlinear curve fitting enables rapid and
easy analysis of ProteinSEQ protein quantitation systems
data without the hassle of multiple exporting steps and

reliance on third-party software. Next-generation algorithms

help deliver accurate quantitation data for the resDNASEQ
Host Cell DNA Quantitation System. Designed to work
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Figure 1. Summary of results using the MycoSEQ Mycoplasma
Detection assay. The plate contains wells with present, absent, and
inconclusive calls, as well as a summary of results.

with the Applied Biosystems™ 7500 Fast Real-Time PCR
instrument, the software includes security, audit, and
electronic signature capabilities.

Automated presence or absence calls for
mycoplasma detection

Advanced algorithms built in to the AccuSEQ Real-Time
PCR Software automate the analysis of presence or
absence calls for the MycoSEQ Mycoplasma Detection
assay. Developed in tandem with the MycoSEQ
Mycoplasma Detection assay, AccuSEQ software
generates calls based on the T_, derivative value, and the
C, values of the test sample and inhibition control (Figure 1).
Factory defaults provide robust data analysis parameters
for the MycoSEQ Mycoplasma Detection assay. With the
appropriate permissions, call settings may also be modified
to meet the specifications of individual laboratories.
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For in-depth data review, the AccuSEQ Real-Time PCR
Detection and Analysis Software offers easy-to-use
manual review tools, including a complete table of all T ,
derivative value, and C, values, as well as amplification,
multicomponent, and raw data plots. The AccuSEQ
mycoplasma SEQ experiment workflow provides a
suggested plate layout, a reaction setup worksheet and
plate layout diagram, a set of preloaded thermal cycling
settings, and a summary of results and detailed reports
that can be printed and saved as *.pdf, *.html, *.ppt, and
*Xxls files.

Residual DNA quantitation

Using its custom experiment mode, AccuSEQ Real-
Time PCR Software supports experimental setup, data
collection, and data analysis for the Applied Biosystems™
resDNASEQ™ CHO, human, E. coli, Vero, Pichia pastoris,
NSO, and MDCK kits. The customm mode guides the user
through the experiment and plate setup, and provides
easy-to-use tools for

defining and setting up standards, controls, and unknowns.

The user enters the number of concentrations for the
standard curve, replicates, starting quantity, and serial
dilution factor, allowing the software to automatically set up
the standard curve.

Values for dilution factors of unknowns are entered
during setup and then used to auto-calculate the dilution-
adjusted result for each unknown. Together with the R?
parameter and back-calculation of %CV values, the results
help evaluate the quality of each point on the standard
curve (Figure 2). A customized template for the family of
resDNASEQ Host Cell DNA Quantitation assays loads
default values for assay setup and PCR. After the run is
complete, the values for quantity, quantity mean, dilution
adjusted quantity, standard deviation, and %CV are
provided in a table format that can be exported in *.pdf,
*xls, and *.txt formats.

Integration with the ProteinSEQ Protein
Quantitation Systems

Using its custom experiment mode, AccuSEQ Real-
Time PCR Software provides integration features for the
ProteinSEQ protein quantitation systems. The custom
mode guides the user through the experiment and plate
setup, and provides easy-to-use tools for defining and
setting up standards, controls, and unknowns. The user
enters the number of concentrations for the standard
curve, replicates, starting quantity, and serial dilution
factor—allowing the software to automatically set up the
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Figure 2. Standard curve and back-calculated values for a resDNA
SEQ experiment. The plot includes a linear fit of the standards (red), the R?
value, and the efficiency value. The tables display back-calculated values
for both the individual data points and the mean of the replicate group.

‘-m._ [Ty Trr— ‘

«
# o mmassoscs st ©

Figure 3. Summary of results using the ProteinSEQ CHO Host Cell
Protein Quantitation assay. The left panel shows a nonlinear standard
curve generated using serial dilutions of CHO host cell protein standard
(red squares); blue squares represent unknown samples. The right panel
shows the plate map of standards and unknowns.

standard curve. Values for dilution factors of unknowns are
entered during setup and then used to auto-calculate the
dilution-adjusted quantitation result during analysis. For
spike recovery and efficiency assays, the user can enter
the spike input concentration and reference information
during setup, which enables auto-calculation of both the
reference-corrected concentration and the final percent
recovery or efficiency.

Nonlinear curve fitting (4PL and 5PL) with weighting
functions allow analysis of sigmoidal standard curves
directly within AccuSEQ Real-Time PCR Software,
removing the need to perform multiple import or export
tasks or purchase and validate third-party software
(Figure 3). Back-calculation values and %CV values are
automatically calculated for each point on the standard
curve to help assess fit quality.



A customized template for the ProteinSEQ Host Cell mean, standard deviation, %CV, dilution adjusted quantity,

Protein Quantitation and ProteinSEQ protein quantitation reference adjusted quantity, and percent spike recovery are
systems loads default values for assay setup and PCR. calculated with one mouse click, and displayed in a table
After the run is complete, values for the quantity, quantity format that can be exported in *.pdf, *.xls, and *.txt formats.

Feature comparison

Feature

High resolution melting (HRM) analysis (optional)
Gene expression analysis

SNP genotyping

Quantitation—relative

Presence or absence

Quantitation—standard curve

Melt curve

SAE (basic)

SAE (advanced)

Automated MycoSEQ mycoplasma assay calls
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Quality summary
Accurate resDNASEQ Host Cell DNA assay analysis
Instrument maintenance manager
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Editable MycoSEQ assay call settings

Nonlinear curve fitting (4PL/5PL)

In-table commenting

Editable high background threshold

Weighting functions for nonlinear fitting

Auto-calculate replicate mean

Auto-calculate replicate %CV

Auto-calculate back-calculation values

Simplified MycoSEQ call structure

Editable number of inhibition controls for mycoplasma assays
Editable peak threshold for mycoplasma assays

Report DV values in all tables

Control of quality check flags

Result table filters

Dedicated settings for MycoSEQ discriminatory positive control
Windows 764-bit support

Prevent file overwriting (security)
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Operation in Windows environment lacking deletion privileges (security)
Automatic creation of backup file (security)

Auto-calculate dilution adjustment

Auto-calculate spike recovery

Administrator/lab defaults for MycoSEQ call settings

Four decimal places for all table values <1

v = Feature
* = Key feature
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Security, audit, and signature capabilities

The AccuSEQ Real-Time PCR Software security, audit,
and electronic signature (SAE) manager (Figure 4) includes
options that let you easily manage your security settings.
These include:

e Security—user name and password restrictions, as well
as security policies such as password expiration and user
account suspension.

e Audit—selection of an audit mode (prompt or silent),
management of audit reasons, and sorting and printing of
audit records at the experiment and
system levels.

¢ Electronic signature—selection of an electronic
signature mode (enable or disable), on-demand electronic
signature, electronic signature settings, number of
electronic signatures required, and electronic signature
actions (review, approve, or sign off) (Figure 5).

Features

e Number of decimal places reported—the number of
decimal places reported in the results table have been
extended, increasing your ability to assess small values in
the results table. Values less than one are reported to the
ten thousandths (4 decimal places). Values greater than
one are reported to the hundreds (two decimal places).

¢ No file overwrite—file overwrite is not permitted,
enhancing the security of your data. “File A” can be
edited and saved as “File A” where changes are recorded
in the electronic record. “File B”, however, is not allowed
to overwrite “File A”.

e Compatible with Windows “No Deletion”
permission—operation is compatible with a Windows
environment in which the user lacks deletion privileges,
providing increased data security.

e Quality summary—in rare cases where there may be
inconclusive or unexpected results, AccuSEQ software
generates a quality summary view that provides detailed
call assessments and troubleshooting suggestions
(Figure 6).
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Figure 4. AccuSEQ software audit view.
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Figure 5. AccuSEQ software electronic signature actions.
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Figure 6. AccuSEQ software quality summary.



e Backup file copy—at the end of each run, a backup
copy of the result file is saved in the unlikely case of
accidental data loss. The file is stored in the folder
C:\Applied Biosystems\AccuSEQ\experiments_temp.
This backup copy is completely independent of the user
copy and is therefore left unchanged when the user copy
is edited.

Administrator MycoSEQ call defaults—AccuSEQ
Real-Time PCR Detection and Analysis Software includes
robust factory default values for making automated calls
using C,, derivative value, and T data for the MycoSEQ
Mycoplasma Detection Kit. The administrator can now
save “Administrator Analysis Settings” as the default
analysis parameters for all users. The factory default call
settings are always stored and can be recalled using
the same menu. Because “Administrator Defaults” have
priority over “Factory Defaults”, an administrator can
easily set defaults for the entire lab. Users can access
this feature under MycoSEQ Module > Analysis (top
menu) > Analysis Settings.

Report organized by topic—the report has been
reorganized into distinct sections for easier readability.
Sections include:

e Experiment summary e Results table (by well)

e Results summary e Results table standards

e Plate layout ¢ Results table unknowns

e Amplification plot e Results table spikes

e Standard curves e QC summary

Windows 7 64-bit—AccuSEQ Real-Time PCR Detection
and Analysis Software now supports the Windows 7 64-
bit operating system.

Dilution-adjusted calculator—many protein samples
are diluted during preparation and this dilution factor is
multiplied by the measured quantity to determine the
analyte concentration in the starting sample. AccuSEQ
Real-Time PCR Detection and Analysis Software now
accepts the dilution factor as input during setup and
automatically delivers the dilution-adjusted quantity in the
results table, removing the need to copy, paste, or export
data (dilution adjusted = quantity mean x dilution factor).

e Percent recovery calculator—calculation of percent

recovery during spiking experiments involves several
different values: the spike concentration, the measured
concentration, the reference concentration, and the
reference-corrected concentration. AccuSEQ Real-Time
PCR Detection and Analysis Software now accepts all
spike information during the experimental setup and, with
one click, delivers the final percent recovery value in the
results table—providing a fast and easy analysis without
error-prone export and/or copy-paste steps (percent
recovery = 100 x [spike input/reference adjusted], where
reference adjusted = quantity mean — reference mean).
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Ordering information

Description Cat. No.

AccuSEQ Real-Time PCR Detection Software v2.0 4443420

Includes AccuSEQ v2.1 software as a downloadable update

AccuSEQ Real-Time PCR Detection Software v2.1 30-day demo 4444868

Includes AccuSEQ v2.1 software as a downloadable update

7500 Fast Real-Time PCR System (with laptop computer) 4365464
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