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Product information

IMPORTANT! Before using this product, read and understand the information in the “Safety” appendix
in this document.

Product description

The SteriSEQ™ Rapid Sterility Testing Kit is a TagMan™-based quantitative PCR (gPCR) kit for the
detection of bacteria and fungi in complex bioproduction samples. Designed and tested using criteria
for rapid bacteria and fungi detection in biotherapeutic manufacturing cell culture lots, the kit meets or
exceeds sensitivity and specificity guidance provided in European Pharmacopoeia (E.P 2.6.27) and U.S.
Pharmacopoeia (USP1071). The kit can detect 5 to 25 genome copies per reaction or the equivalent of
5 to 25 CFU per reaction.

This multiplexed assay enables simultaneous screening of over 16,000 species of bacteria and 2,500
species of fungi (determined by in silico analysis). An internal positive control (IPC) is included to check
for PCR inhibition. An assay-specific discriminatory positive control (DPC) is provided as a positive
plate control and sample extraction control. This control also generates a discriminatory signal to
distinguish a contamination event from a true positive sample call.

The SteriSEQ™ Rapid Sterility Testing Kit is part of an integrated workflow for adventitious agent,
impurity, and contaminant testing during biopharmaceutical manufacturing. Kit performance has been
tested and confirmed on the QuantStudio™ 5 Real-Time PCR System and 7500 Fast Real-Time PCR
Instrument. Data analysis using AccuSEQ™ Real-Time PCR Software provides accurate detection and
security, audit, and e-signature capabilities to enable 21 CFR Pt 11 compliance.

The SteriSEQ™ Rapid Sterility Testing Kit uses predefined experiment templates that are included with
the following versions of AccuSEQ™ Real-Time PCR Software for PCR set up, operation, and post-run
analysis:

* AccuSEQ™ Real-Time PCR Software 3.2.1 or later (used with the QuantStudio™ 5 Real-Time PCR
System)

* AccuSEQ™ Real-Time PCR Software 2.2.1 or later (used with the 7500 Fast Real-Time PCR
Instrument)
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Chapter 1 Product information
Contents and storage
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Contents and storage

The SteriSEQ™ Rapid Sterility Testing Kit is sold as a 100-reaction kit (Cat. No. A57185) or a 50-reaction
kit (Cat. No. A57186).

Kit components are listed below.

Table 1 SteriSEQ™ Rapid Sterility Testing Kit

Amount Amount
Contents Cap color | (50 reaction | (100 reaction Storage
kit) kit)

SteriSEQ™ Assay Mix ‘ 110 L 2 x 110 pL —25°Cto _1?i Cht Protect from

green gnt.

‘ -25°C to —15°C until first
2x gPCR Master Mix Plus 750 pL 2 x 750 uL thawed, then store at 2-8°C.

blue Protect from light.
SteriSEQ™ Discriminatory .
Positive Control (1 x 10° 30 yL 2 x 30 uL -25°C to -15°C
copies/pL) red
SteriSEQ™ DNA Dilution O ~25°C to ~15°C until first

7 mL 7 mL thawed, then store at room

Buffer

clear temperature.

Required materials not supplied

Unless otherwise indicated, all materials are available through thermofisher.com. "MLS" indicates that
the material is available from fisherscientific.com or another major laboratory supplier.

Source

Item
Equipment
QuantStudio™ 5 Real-Time PCR System with AccuSEQ™ Software v3.2.1
or later
or

7500 Fast Real-Time PCR Instrument with AccuSEQ™ Real-Time PCR
Software v2.2.1 or later

Contact local sales
representative

Vortex-Genie 2 (required by some sample preparation kits)

Scientific Industries™

Vortex Adapter (required by some sample preparation kits)

AM10014 or MLS

Microtube centrifuge

MLS

Plate centrifuge

MLS
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Required materials not supplied

(continued)
ltem Source
Generic consumables
Disposable gloves MLS
Aerosol-resistant, DNA-free filtered pipette tips MLS
Pipettors: MLS

¢ Positive-displacement
¢ Air-displacement

* Multichannel

* Repeat (1 yL—1 mL)

2.0-mL Screw cap Micro Tubes or equivalent sterile, DNA- and nuclease-
free tubes

3469-11 or MLS

DNAZap™ PCR DNA Degradation Solutions AM9890
Consumables for use with real-time PCR instruments
MicroAmp™ Fast Optical 96-Well Reaction Plate with Barcode, 0.1 mL 4346906

MicroAmp™ Optical Adhesive Film

4360954 (25 covers)
4311971 (100 covers)

(7500 Fast Real-Time PCR Instrument only)

MicroAmp™ Adhesive Film Applicator 4333183
MicroAmp™ 96-Well Base N8010531
Spectral Calibration Plate, Alexa Fluor™ 647, Fast 96-well A50599
ABY™ Dye Spectral Calibration Plate for Multiplex gPCR, Fast 96-well A24734
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Dyes in the kit and their use
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Dyes in the kit and their use

IMPORTANT! Alexa Fluor™ 647 calibration is not included in the standard system dye calibration
service provided with either the QuantStudio™ 5 Real-Time PCR System or the 7500 Fast Real-Time
PCR Instrument. ABY™ calibration is not included with the standard system dye calibration provided
with the 7500 Fast Real-Time PCR Instrument. These dyes must be calibrated separately. For more
information about custom dye calibration, see “Required custom dyes” on page 10.

(positive and negative)

Dye Detected in Use

FAM™ Test samples that contain Detects the presence of fungi in test samples, and verifies
fungi amplification of the fungi target sequence in DPC.
Discriminatory positive
control (DPC)

vIC™ Test samples that contain Detects the presence of bacteria in test samples, and verifies
bacteria amplification of the bacteria target sequence in DPC.
Discriminatory positive
control (DPC)

ABY™ All samples and controls Negative or severely-delayed ABY™ C; indicates PCR

inhibition or incorrect set up of the reaction mix.

If there is PCR inhibition in test sample wells and the target-
specific signal (FAM™/VIC™ dye) is present, the IPC signal
(ABY™ dye) can be ignored and the sample considered
positive for the presence of bacteria and/or fungi.

Alexa Fluor™

Discriminatory positive

Verifies the presence of DPC in positive control wells and

647 control (DPC) positive extraction control wells.
Test samples and negative Detects contamination of test samples or negative controls
controls that have been by the DPC.
contaminated by the DPC The DPC includes a specific sequence whose presence is
indicated by Alexa Fluor™ 647 during PCR amplification.
ROX™ Not reported by the software |Used by the software for normalization (passive reference).
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Required custom dyes
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Custom dyes

Alexa Fluor™ 647 calibration is not included in the standard system dye calibration service provided
with either the QuantStudio™ 5 Real-Time PCR System or the 7500 Fast Real-Time PCR Instrument.
ABY™ calibration is not included with the standard system dye calibration provided with the 7500 Fast
Real-Time PCR Instrument. These dyes have to be calibrated separately by users.

Cat. number Dye For use with (equipment)!!] Block format

A24734 ABY™ 7500 Fast Real-Time PCR Instrument!?] 96-well 0.1 mL plate

QuantStudio™ 5 Real-Time PCR System, 7500 Fast

Real-Time PCR Instrument 96-well 0.1 mL plate

A50599 Alexa Fluor™ 647

[ Review the instrument calibration history to ensure that calibrations are current and unexpired. Proper maintenance enables the
real-time PCR system to accurately detect the fluorescent spectra. See the instrument user guide for general instrument calibrations,
frequency, and procedures for optimal system performance.

[l Calibration of ABY™ dye is included in the standard calibration list for the QuantStudio™ 5 Real-Time PCR System.
Calibrating Alexa Fluor™ 647 dye for SteriSEQ™ experiments

For instructions about calibrating Alexa Fluor™ 647 dye, see Spectral calibration plates, Alexa Fluor™
647 Product Information Sheet (Pub. No. MAN0028449).

For Alexa Fluor™ 647 calibration on the QuantStudio™ 5 Real-Time PCR System for use with AccuSEQ™
Real-Time PCR Software, use the following parameters for the dye information:

Item Action
Custom Dye Enter dye name:
Name ¢ AccuSEQ™ Software v3.1: OTHER

* AccuSEQ™ Software v3.2 or later: ALEXA647
¢ Other gPCR software: ALEXA 647

IMPORTANT! The dye name is case-sensitive and must be written in capital letters.

Type Select Reporter—The dye works with a quencher dye to report an increase of PCR
product.

For Alexa Fluor™ 647 calibration on the 7500 Fast Real-Time PCR Instrument for use with AccuSEQ™
Real-Time PCR Software, use the following parameters for the dye information:

Item Action

Custom Dye Name Enter dye name:
* AccuSEQ™ Software v2.1 or later: ALEXA647
® Other gPCR software: ALEXA 647

IMPORTANT! The dye name is case-sensitive and must be written in capital
letters.
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Required custom dyes

(continued)
Item Action
Wavelength (Optional) | Leave blank

Type

Select Reporter—The dye works with a quencher dye to report an increase of PCR
product.

Calibrating ABY™ dye for SteriSEQ™ experiments

For instructions about calibrating ABY™ dye, see the custom dye calibration section of the AccuSEQ™
Real-Time PCR Software v2.2 User Guide (Pub. No. MAN0029201).

For ABY™ calibration on the 7500 Fast Real-Time PCR Instrument for use with AccuSEQ™ Real-Time
PCR Software v2.1 or later, use the following parameters for the dye information:

Item Action
Custom Dye Name Enter ABY.
IMPORTANT!

. Dye name is case sensitive.

. Do not add spaces after the dye name.

Wavelength (Optional)

Leave blank

Type

Select Reporter—The dye works with a quencher dye to report an increase of PCR
product.

Passing ABY™ calibration results show uniform signals with a peak that is aligned with the dye
wavelength for the filter x3-m3.

Peak filter Excitation filter wavelength (nm) Emission filter wavelength (nm)
x1-m1 470 £ 15 nm 520 £ 15 nm
X2-m2 520 + 10 nm 558 + 12 nm
x3-m3 550 + 10 nm 587 + 10 nm
x4-m4 580 + 10 nm 623 + 14 nm
x5-mb5 640 £ 10 nm 682 + 14 nm
X6-m6 662 + 10 nm 711 £12 nm

SteriSEQ™ Rapid Sterility Testing Kit User Guide 11
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Instrument model

Example results indicating successful calibrationl']

7500 Real-Time PCR
Instrument and 7500
Fast Real-Time PCR
Instrument with 96-well
block

View Details for. Custom Plate (ABY) ~

Analysis Data

Hormalized Fluorescence

Filter

' The central wavelengths are the optimized wavelengths.

Testing options and applications

The SteriSEQ™ Rapid Sterility Testing Kit was developed for testing in process and accelerated lot
release cell therapy samples. The workflow described in this guide is targeted towards samples with
up to 10° cells, as well as cell culture media typically used for the production of cell therapy products.
However, customers should qualify and validate the workflow described here for their own products,
processes, and applications.

SteriSEQ™ Rapid Sterility Testing Kit abbreviations

Abbreviation Description
CFU Colony forming unit
IPC Internal positive control
DPC Discriminatory positive control
PEC Positive extraction control
NEC Negative extraction control
SDDB SteriSEQ™ DNA Dilution Buffer
S_PEC Sample-level positive extraction control
S_NEC Sample-level negative extraction control
PTC Positive template control
NTC No template control

12
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Workflow

Workflow

- Sample preparation guidelines (page 14)

Create an experiment, prepare the reactions, and set up the PCR plate
(page 18)

Run the PCR and review the results —QuantStudio™ 5 Real-Time PCR
System (page 28)
OR

Run the PCR and review the results—7500 Fast Real-Time PCR
Instrument (page 48)

SteriSEQ™ Rapid Sterility Testing Kit User Guide 13



Guidelines for sample preparation
and PCR

Guidelines to prevent contamination

Store kit reagents in a separate location from DNA samples.

Handle samples in sterile environments that are free of potential bacteria or fungi DNA
contamination.

Perform sample preparation and gPCR plating using aseptic techniques in a biosafety cabinet
(BSC) or PCR cabinet.

BSC or PCR cabinets should be thoroughly decontaminated before use with an appropriate nucleic
acid decontamination agent such as 10% household bleach or DNAZap™ PCR DNA Degradation
Solutions (Cat. No. AM9890).

Use water that has been autoclaved for an extended period (80 minutes at 121°C) to wipe surfaces
after bleach-based disinfection.

Do not bring amplified products into the reaction setup area.

Wear clean gloves, a clean laboratory coat, and protective eyewear.

Do not reuse gloves and coats between amplification and preparation reactions.
Change gloves if you suspect that they are contaminated.

Wipe gloves regularly with DNAZap™ or a few drops of 10% household bleach.
Use a positive-displacement pipettor or aerosol-resistant barrier pipette tips.
Immediately discard pipette tips after one dispense cycle.

Use low-retention tips when preparing unknown samples.

Use sterile, DNA-free and nuclease-free tubes when preparing unknown samples.
Open and close all sample tubes carefully. Avoid splashing or spraying samples.
Keep reactions and components capped as much as possible.

Always include a no template control (NTC) reaction to detect contamination.

Do not unseal reaction plates after amplification is complete. Unsealing the plates increases the
risk of contaminating subsequent reactions with amplified product.

Clean laboratory benches and equipment periodically with a nucleic acid decontamination solution
such as such as 10% household bleach or DNAZap™.

SteriSEQ™ Rapid Sterility Testing Kit User Guide


https://www.thermofisher.com/order/catalog/product/AM9890

Chapter 2 Guidelines for sample preparation and PCR PS¢
Guidelines for sample preparation

Guidelines for sample preparation

Sample preparation kits that are designed for extraction of microbial DNA and include a DNA
purification step should be used with the SteriSEQ™ Rapid Sterility Testing Kit. Most sample preparation
kits have residual bacteria or fungi DNA background contamination. Users should include a negative
extraction control during sample preparation to establish an appropriate C; cut-off for sample
preparation kit-specific background contamination and true positive detection.

Note:
. The recommended volume for each test sample replicate is 1 mL.

. For cell culture samples, the maximum recommended cell density is 108 mammalian cells per mL.

. We recommend performing sample preparation using 3 replicates from the test sample. If samples
are limited, 1 or 2 extraction replicates can be used.

IMPORTANT! High amounts of cellular DNA and/or RNA can cause PCR inhibition and reduce
detection of low-copy targets. We recommend testing on samples containing no more than 108
mammalian cells.

1. For samples with cell suspension (<108 mammalian cells in approximately 1 mL):
a. Centrifuge cell suspension at 15,000 x g for 5 minutes to create a sample pellet.

b. Discard the supernatant, being careful not to disturb the pellet.
¢. Suspend the pellet in 90 pL of SteriSEQ™ DNA Dilution Buffer (SDDB).

d. Continue with sample preparation using the sample preparation kit manufacturer’s
instructions.

e. Elute using a volume of 80 pL (sufficient for up to 5 gPCR replicates).

f. After the sample is eluted into the collection tube, remove the spin column and transfer the
eluted sample into a sterile, clean microcentrifuge tube without capping the collection tube.

2. For samples without cell suspension (for example cell culture media/supernatant):
a. Centrifuge 1 mL of sample at 15,000 x g for 5 minutes.

b. Remove 910 pL of supernatant and discard, leaving behind 90 pL of supernatant.
c. Briefly pipet up and down to resuspend any pellet.

d. Continue with sample preparation using the sample preparation kit manufacturer’s
instructions.

e. Elute using a volume of 80 pL (sufficient for up to 5 gPCR replicates).

f. After the sample is eluted into the collection tube, remove the spin column and transfer the
eluted sample into a sterile, clean microcentrifuge tube without capping the collection tube.

SteriSEQ™ Rapid Sterility Testing Kit User Guide 15
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Guidelines for extraction control

Guidelines for extraction control

The SteriSEQ™ Discriminatory Positive Control (DPC) provided in the kit is a multipurpose control that
can be used as both a positive extraction control (PEC) and a positive template control (PTC). The
SteriSEQ™ DNA Dilution Buffer (SDDB) provided in the kit can be used for negative extraction control
(NEC), as well as diluting the DPC for PEC. If using alternative buffers for NEC and PEC, ensure that
the buffers used are free from contaminating bacteria or fungi genomic material. Extended autoclaving
(121°C, 80 minutes) can be performed to degrade DNA present in buffers.

We recommend extracting 1 replicate of each extraction control. Each extraction sample should be
plated in triplicate on the gPCR plate, providing 3 total data points per control.

Type of control Description Number to run Purpose
Positive extraction |10 uL DPC (diluted in 1 per extraction * Verify reagent and system
control (PEC)[l | SDDB) run performance.
¢ Evaluate the efficiency of DNA
extraction.
Negative extraction | 100 pL SDDB 1 per extraction * Monitor for contamination of the
control (NEC) run extraction reagents, equipment,

and work areas.

e Establish background residual
contamination of the sample
preparation kit.

Sample with 10 pL DPC (diluted in 1 per extraction * Evaluate the efficiency of DNA
positive extraction | SDDB and spiked into the | run extraction.
control (S_PEC)I"l | test sample matrix.) * Evaluate presence of PCR

inhibitors in matrix.

Sample negative | Sample matrix of test 1 per extraction | * Establish background residual
extraction control |sample that is knownto |run DNA contamination of the sample
(S_NEC)["2] be sterile (for example, matrix

fresh cell culture media)

[ Optional during routine testing.

2] Some sample matrices such as cell culture media, antibiotics or supplements can carry residual bacteria or fungi DNA. We
recommend establishing the baseline of the residual DNA contamination to set an appropriate C; cut-off for true positive bacteria or
fungi presence.
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Prepare the Negative Extraction Control (NEC) and Positive Extraction Control (PEC)

Prepare the Negative Extraction Control (NEC) and Positive
Extraction Control (PEC)

1.

Dilute discriminatory positive control (DPC) using the SteriSEQ™ DNA Dilution Buffer (SDDB) to

an appropriate concentration for spiking positive extraction control (PEC) and sample positive
extraction control (S_PEC) samples. Copy numbers for dilutions labelled “Spike_1000” and
“Spike_100” correspond to 1000 and 100 copies per gPCR reaction when using the recommended
spike volume of 10 pL per extraction sample and elution volume of 80 pL.

Note: Volumes can be scaled up if needed. Dilutions for spiking should be prepared fresh at the
start of each extraction and stored on ice until use.

Name Dilutions Copies/ uL
Pre-dilution (D1, see “Prepare the positive template 5 pL DPC stock + 45 yL SDDB | 10,000
control (PTC)” on page 26)
Spike_1000 4 pL Predilution + 61 yL SDDB | 615.4
Spike_100 6 pL Spike_1000 + 54 pyL SDDB | 61.54

2. For PEC samples, add in 10 pL of either Spike_1000 or Spike_100 dilutions to 90 yL SDDB.

3. For S_PEC or S_NEC samples, centrifuge 1 mL of the sample matrix.

a. For sample matrices with mammalian cells (<108 cells per mL), remove all supernatant without
disturbing the pellet, then suspend the pellet in 90 uL SDDB.

b. For sample matrices without mammalian cells, remove 910 pL of supernatant, leaving behind
90 uL, then gently pipet up and down to mix.

c. For information about sample preparation, see “Guidelines for sample preparation” on
page 15.

For S_PEC samples, add in 10 uL of either Spike_1000 or Spike_100 dilutions to 90 pL matrix.
For S_NEC samples, add in 10 pL of SDDB to 90 pL matrix.

For NEC samples, use 100 uL of SDDB for extraction.

Proceed with sample preparation using third-party kit according to manufacturer’s instructions.
Perform elution using a volume of 80 pL.

After the sample is eluted into the collection tube, remove the spin column and transfer the eluted
sample into a sterile, clean microcentrifuge tube without capping the collection tube.

SteriSEQ™ Rapid Sterility Testing Kit User Guide 17



Set up the PCR

This chapter describes how to set up SteriSEQ™ experiments in AccuSEQ™ Real-Time PCR Software
v3.2.1 or later (QuantStudio™ 5 Real-Time PCR System) or 2.2.1 or later (7500 Fast Real-Time PCR
Instrument), then prepare the PCR plate.

IMPORTANT! Review the guidelines to prevent contamination before proceeding (see “Guidelines to
prevent contamination” on page 14).

Set up a SteriSEQ™ Rapid Sterility experiment in AccuSEQ™
Real-Time PCR Software v3.2.1 or later

18

AccuSEQ™ Real-Time PCR Software v3.2.1 or later includes a template for running SteriSEQ™
experiments on the QuantStudio™ 5 Real-Time PCR System. The template includes an example plate
layout with predefined control and sample wells (which can be edited), and preset thermal cycling and
analysis settings to make automated calls for the presence or absence of bacteria and fungi.

For detailed instructions about using the software, see AccuSEQ™ Real-Time PCR Software v3.2 Help.

IMPORTANT! The SteriSEQ Rapid Sterility experiment template contains default volumes, cycling
conditions, and analysis settings. Do not change these settings.

1. In the /A Home screen, click the Factory default/Admin Defined Template tab, then select
SteriSEQ Rapid Sterility.

Click the arrows to navigate through the available templates.

Create New Experiment

— .
@ Factory default/Admin Defined . My Templates + Create New

Templates

O ViralSEQ MMV Dete... ViralSEQ Vesivirus ... MycoSEQ Plus Myc... ViralSEQ Quantitativ... Quantitative Kanam... @

2. In the Experiment Properties pane of the Setup screen:
a. (Optional) Change the system-generated name of the experiment.
Names must be unique. Deleted experiment names cannot be reused.

b. (Optional) Enter the plate barcode in the Barcode field, then add comments in the Comments
field.

Names and comments are not editable post-analysis.

SteriSEQ™ Rapid Sterility Testing Kit User Guide
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Set up a SteriSEQ™ Rapid Sterility experiment in AccuSEQ™ Real-Time PCR Software v3.2.1 or later

c. Click Next.
Experiment names cannot be changed after this step.

3. In the gPCR Method pane of the Setup screen, view the default volume and cycling conditions
(cannot be changed).
This assay is run with a standard ramp speed.

30 uL 105°C
Hold Stage PCR Stage
95 °C i 95 °C
1.6 °C/S
1.6 o 02:00 00:10 18°C/S
60 °C * * 60 °C
16 °cf8 00:30 01:00
] -0
40x
Legend

Figure 1  Default cycling conditions

4. Click Next.

5. In the Samples table in the Setup screen, confirm or edit the predefined sample name (S1) and

control names:
a. (Optional) Click the field in the Name column to edit the name of each sample or control.

b. (Optional) Click Add to add more samples or controls.

SteriSEQ™ experiments detect presence or absence only, so the values in the remaining columns
of the Samples table (Dilution Factor, and so on) typically remain unchanged.
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Samples (5) Add

Color Name < Dilution Factor  Sample Volume

[ | NEC 1.00 0.0000

[ | NTC 1.00 0.0000

PEC 1.00 0.0000

B PTC 1.00 0.0000

©; = S1 1.00 0.0000

Figure 2 Samples table

@ Sample name
@ Click Add to add more samples or controls

Table 2 Example sample names (rename as appropriate)

Name Description
PTC Positive template control
NTC No template control
NEC Plate-level negative extraction control (with SDDB)
PEC Plate-level positive extraction control (with SDDB)
S_NEC Quality-control sample that does not contain bacteria or fungi
S_PEC Sample-level positive extraction control
S1 Unknown sample

6. Define the sample and control wells in the plate layout. For more information, see “Define and
assign plate and well attributes” on page 72.

The template includes a predefined example plate layout that can be modified.

a. With gg (Grid View) selected, click or drag to select the plate wells for a particular sample or
control.

b. In the Targets table, select the checkboxes for all four targets to add them to the selected well
or wells.

Each assigned well must include all four targets. Do not change the target names, reporter
dyes, or quenchers in the table.
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¢. Under the Task column in the Targets table, select the task for each target based on the well
type.

¢ U—Unknown sample

* N-—Negative template control

¢ P —Positive template control

* NEC—Negative extraction control (in SDDB)
* PEC—Positive extraction control (in SDDB)

S_PEC —Positive extraction control (in sample matrix)

* S_NEC—Negative extraction control (in sample matrix)

d. In the Samples table, select the checkbox next to a sample or control to add it to the selected
well or wells.

e. Repeat for all wells in the experiment.

Targets (4) Add

aBje ‘ @~ ‘ Select Item Y | select Item
@— Color Name + Reporter Quencher Task Qua < 1 2 3 .
>

®
B

[ | Bacteria viC NFQ-MGB
| DPC ALEXA647  NFQ-MGB & - = 0
B Ban =) v Bacte
”»m = Funai FAM NFO-MGR M =f:, %
4 S PSS
s1 L s1 L]
Samples (5) Add ¢ [EEEEesce.. "~ [ sacte
B of
Color Name + Dilution Factor ~ Sample Volume Spike Volume s - 5:_' .
o EEEesce. oo
| NEC 1.00 0.0000 0.0 g [Og
[—— S IS
| NTC 1.00 0.0000 0.0 -
[ ] PEC 1.00 0.0000 0.0 P80 = prc .
F o [PEG sscte [Flescte
|| PTC 1.00 0.0000 0.0 F [P]*
Tl =
PEC PTC Ll
@_ ] st 1.00 0.0000 0.0 o e e
Tl =
PEC " prC -
H Bacte [F] acte
[PEc] - [+
<=

R vivTe"S: 3 [N]3 [Elo [P]3 [NEC]3 [PEC]3 [SIPEG]3 [SINEC]3
75 (Emptv)

Figure 3 Example plate layout

@ Selected well

(2) Selected task for each target for the well

@ Selected targets for the well (select all 4 targets)
(@) Selected sample or control for the well

7. (Optional) Double-click each well to add a comment. Comments can also be added post-analysis.

8. Click Next to open the Run screen.
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9. To save the experiment, exit the experiment, then click Yes when prompted to save changes.
To create a copy of the experiment, click B Save As.

10. (Optional) Click "= Print to print the plate layout for use in preparing the reactions.

Proceed to “Prepare the PCR master mix” on page 25 using the plate layout as defined in the
experiment.

Create a SteriSEQ™ Rapid Sterility experiment in AccuSEQ™
Real-Time PCR Software v2.2.1 or later

22

AccuSEQ™ Real-Time PCR Software v2.2.1 or later includes a default SEQ experiment for running
SteriSEQ™ experiments on the 7500 Fast Real-Time PCR Instrument. Each default SEQ experiment
includes an example plate layout with predefined control and sample wells (which can be edited), and

preset thermal cycling and analysis settings to make automated calls for the presence or absence of
bacteria and fungi.

For detailed instructions about using the software, see AccuSEQ™ Real-Time PCR Software v2.2 Help.

IMPORTANT! The experiment templates contain default volumes, cycling conditions, and analysis
settings. Do not change these settings.

1. In the Home screen, click Create SEQ Experiment.
2. Select SteriSEQ Rapid Sterility from the assay list, then click Next .

3. In the Experiment Menu navigation bar, under Setup, click Experiment Properties, then enter a
name in the Experiment Name field.

The experiment name can be up to 100 letters and numbers. Spaces are not allowed.
4. (Optional) Enter a plate barcode and comments.

5. Click Plate Setup.

6. Inthe Plate Setup pane, under the Define Targets and Samples tab, under Define Samples,
confirm or edit the predefined sample name (S1) and control names. Sample volume is not
needed.

a. (Optional) In the Sample Name column, click the name to edit the sample name or control.
b. (Optional) Click Add New Sample to add more samples or controls.

For more information, see “Add and remove samples” on page 79 and “Define samples” on
page 79

IMPORTANT! Do not modify the targets.
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7. Click the Assign Targets and Samples tab.

10.

11.

12.

13.

Table View

Chapter 3 Set up the PCR
Create a SteriSEQ™ Rapid Sterility experiment in AccuSEQ™ Real-Time PCR Software v2.2.1 or later

Select Wells With: - Selectitem - + | - Select ltem -

I [0 shofin wells v I B view Legend |

Assign target(s) to the selected wells. Plate Lgyout
Assign Target Task Quantity
@ ‘ (%] Fungi S_PEC v
5] Bacteria ‘SI
%] DPC N
%] IPC NEC A
PEC
SPEC [ ncc P
S_NEC [ s_pec B2
B Fungi
Mixed [ Unknown [E] Standard [I] Negative Control [ PTC
L4 nec [ ec BIEd s_pec [T s_nec Lo oce
o |BEd orc
———— B4 Fungi
"4, Define and Set Up Standards.
. [ noc DR
b i o | EEER ore
Assign sample(s) to the selected wells. | s pec 79
Assign Sample E
@— ‘ “ s1
O PEC [occ Ters
F |[EJore
a NEC 3 Fungi
] PTC rrra——
= s o [Eore
53 Fungi
= - | occ P
Select the dye to use as the passive reference. H |[Ed ore
I3 Fungi
ROX v

| E—.
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2 Fungi
L .
2 opc

[ Fungi
L .
& opc

2 Fungi

M
opPC
Fungi
i P
oPC
Fungi
[, PN
opc
Fungi

Figure 4 Example plate layout

@ Selected well

(2) Selected task for each target for the well

@ Selected targets for the well (select all 4 targets)
(@) Selected sample or control for the well

Wells: [[] 3 Unknown [E] 0 Standard [I] 3 Negative Control [ 3 PTC [ 3 NEC [EEd 3 PEC 3 s_PeC [IEd 3 S_NEC

(Optional) To change the plate layout display, see AccuSEQ™ Real-Time PCR Software v2.2 Help.

With the Plate Layout tab selected, click or drag to select the plate wells for a particular sample or

control.

Click the checkbox next to each target name to assign all 4 targets to the selected well or wells,

then assign tasks to those targets
See “Assign targets to wells” on page 80.

Check the checkbox next to the sample or control name to assign it to the selected well or wells

See “Assign a sample to a well” on page 80.

Repeat step 8 through step 10 for the remaining sample and control wells.

Confirm that ROX™ dye is selected as the passive reference.

(Optional) Save the plate layout as an image.
a. Right-click the plate layout.

b. Select Save As.
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Set up SteriSEQ™ Rapid Sterility experiments using other gPCR software

c. Specify a file name and location for the JPEG file, then click Save.

Electronic signature information is not included in an image file. Use Print Report to include
electronic signature information with the plate layout.

14. (Optional) Print the plate layout.
a. Right click the plate layout.

b. Click Print Preview or Print.

15. Click Reaction Setup to review the default reaction mix volumes and concentrations.
A standard dilution series is not included in the SteriSEQ Rapid Sterility experiment.

IMPORTANT! Do not change the default cycling conditions or analysis settings. These can be
reviewed in the Experiment Menu navigation bar under Run and Analysis.

Proceed to “Prepare the PCR master mix” on page 25.

Set up SteriSEQ™ Rapid Sterility experiments using other
qPCR software

Use these guidelines to set up SteriSEQ™ experiments using gPCR software other than AccuSEQ™
Real-Time PCR Software v2.2.1 or v3.2.1 or later.

Use a reaction volume of 30 pL for SteriSEQ™ experiments.

Thermal cycling conditions

Stage Temperature (°C) Time Cycle
Hold 60 30 seconds 1
Hold 95 2 minutes 1

95 10 seconds
PCR 40
60 60 secondsl']

[ Read after 60 second cycle at 60°C.

* Ensure the heated cover is 105°C.

® Use aramp rate of 1.6°C/second.

IMPORTANT! Higher ramp rates can decrease detection of targets in some samples.

* Use a standard run mode.
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Set up the PCR plate

Set up the plate using the following targets and reporters:

Chapter 3 Set up the PCR
Prepare the PCR master mix

G

P

Target Reporter Task
Fungi FAM™ Test samples and controls: Unknown, NTC: NTC
Bacteria VIC™ Test samples and controls: Unknown, NTC: NTC
IPC ABY™ All controls and samples: Unknown
DPC Alexa Fluor™ 647 Test samples and controls: Unknown, NTC: NTC

Recommended analysis settings

Note: The recommended analysis settings were validated on AccuSEQ™ Real-Time PCR Software

v2.2.1 and v3.2.1 or later. If needed, a manual baseline can be used. The use of other gPCR software
can require changing these settings.

Target Reporter Threshold Baseline
Fungi FAM™ 0.2 Auto baseline
Bacteria vic™ 0.05 Auto baseline
IPC ABY™ 0.2 Auto baseline
DPC Alexa Fluor™ 647 0.1 Auto baseline

Prepare the PCR master mix

Note:

. Protect SteriSEQ™ Assay Mix and 2x gPCR Master Mix Plus from direct exposure to light.

. Minimize freeze-thaw cycles of the reagents.

. Vortex reagents at medium speed (2100 rpm or Setting 7 on analog vortexes).

. Prepare all reagents and reactions using clean techniques to prevent contamination.

1. Thaw 2x gPCR Master Mix Plus and SteriSEQ™ Assay Mix completely on ice.

2. Vortex each tube thoroughly for at least 10 seconds to mix, then briefly centrifuge to collect the

contents.

Note: Place reagents on ice until use. Vortex the reagents again before pipetting.

SteriSEQ™ Rapid Sterility Testing Kit User Guide
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Prepare the positive template control (PTC)

3. Determine the number of reactions needed for the number of controls and test samples. Prepare a
sufficient volume of PCR master mix plus 10% overage to compensate for pipetting errors.

We recommend each extraction sample be plated in triplicate on the gPCR plate, providing 9 total
data points for 3 extraction replicates per test sample.

Table 3 PCR master mix

Volume
Component
1 reaction Example: 10 reactions!'!
2x gPCR Master Mix Plus 15 pL 165 pL
SteriSEQ™ Assay Mix 2L 22 uL
Total 17 pL 187 uL

[ Includes 10% overage.

4. Vortex the PCR master mix for at least 10 seconds to mix, then briefly centrifuge to collect the
contents.

Prepare the positive template control (PTC)
Prepare the following mix fresh for each reaction.
1. Thaw DPC tube for 1 hour at room temperature, protected from light.
2. Vortex for 10 seconds and briefly centrifuge.

3. Perform serial dilutions of the DPC.
a. When dispensing the DPC, pipet up and down gently five times.

b. After each transfer, vortex for 10 seconds, then briefly centrifuge.

Dilution (D) tube Dilution Dilution factor | Copies/ pL | Copies/ reaction
D1 5 uL DPC stock tube + 45 pyL SDDB 10 10,000 N/A
D2 5 puL D1 + 60 yL SDDB 13 769.23 10,000

Note: Only D2 is plated as a positive template control.

Store the dilution tubes on ice for up to 6 hours if not using immediately.
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Prepare the PCR plate

Prepare the PCR plate

IMPORTANT! Protect the prepared plate from extended exposure to light or elevated temperatures
before thermal cycling.

Prepare the PCR plate using the plate layout created for the experiment in AccuSEQ™ Real-Time PCR
Software v3.2.1 or v2.2.1 or later.

Ensure that filter tips are used for all pipetting.

1. Add 17 pL of PCR master mix to each reaction well.

2. Add 13 pL of SteriSEQ™ DNA Dilution Buffer (SDDB) to each no template control (NTC) well.
3. Add 13 pL of the negative extraction control to each NEC well.

4. Add 13 pL of test sample to each test sample well.

5. Add 13 pL of the positive template control, D2 (prepared as described in “Prepare the positive
template control (PTC)” on page 26), to each PTC well.

6. Add 13 pL of the positive extraction control to each PEC well.

7. Seal the plate with MicroAmp™ Optical Adhesive Film (see “Seal the plates” on page 71). Handle
the plate by the edges and avoid touching the top of the plate.

8. Centrifuge the plate at 700-1,000 x g for 2 minutes.

Ensure that the liquid in the plate is at the bottom of each well. If bubbles or air pockets are
observed, centrifuge the plate again

Proceed immediately to one of the following:
* Chapter 4, “Run the PCR and review the results—QuantStudio™ 5 Real-Time PCR System”
* Chapter 5, “Run the PCR and review the results—7500 Fast Real-Time PCR Instrument”
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Run the PCR and review the results
—QuantStudio™ 5 Real-Time PCR

System

This chapter describes how to load and run the QuantStudio™ 5 Real-Time PCR System and review the
results in AccuSEQ™ Real-Time PCR Software v3.2.1 or later.

IMPORTANT! Review the guidelines to prevent contamination before proceeding (see “Guidelines to
prevent contamination” on page 14).

Load the plate in the instrument

\

CAUTION! Use optical flat caps for tubes. Rounded caps can damage the heated cover.

1. Touch @ to eject the instrument drawer.

2. Load the plate onto the plate adapter so that:

Well A1 of the plate is in the top-left corner of the plate adapter.

* The barcode faces the front of the instrument.

A1
LTI

IMPORTANT! The instrument should be used by trained operators who have been warned of the
moving parts hazard.
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Start the run

Note: Do not remove the black plate adapter before loading a plate or tube strips. If used, tube
strips can fit loosely in the adapter, but the heated cover applies the appropriate pressure to seat
the tube strips securely in the adapter.

The black plate adapter is used only with 0.2 mL blocks. The black plate adapter is not needed
when 0.1 mL blocks are used.

CAUTION! PHYSICAL INJURY HAZARD. During instrument operation, the plate temperature
can reach 100°C. Allow it to cool to room temperature before handling.

3. Touch @ to close the instrument drawer.

Start the run

With the experiment open in AccuSEQ™ Software, in the Run tab, click Start Run.

7

Setup Run Result Report Audit & E-Sign £} Analysis Settings Save As Save As Template  [3» Export Experiment

Experiment Name : 2019-08-21_6430 E-Sign Status : Unsigned

Run Control

Plots Post Run Summary

® Amplification 1 2

Amplification Plot A

| ]

Cycle

H

5 0 15 20 25 20 35 a0

B Target 1
wells: [@o [N]o [8]o 96 Empty 0%

EZE—0O

@ Run tab
Start Run button
A message notifies you when the run has started.

SteriSEQ™ Rapid Sterility Testing Kit User Guide 29



M Chapter 4 Run the PCR and review the results —QuantStudio™ 5 Real-Time PCR System
=" Monitor the run

Monitor the run

Monitor the run from one of the following places.

¢ On the instrument touchscreen. See the QuantStudio™ 3 and 5 Real-Time PCR Systems Installation,
Use, and Maintenance Guide.

¢ In the Monitor the Run pane of the AccuSEQ™ Software 4 (Home) screen.

Monitor The Run

O PA-QS5-03

@— Running

f 120 minutes
O Calibrated

2020-06-01_8926

@ Instrument name
Instrument status (Ready, Running, Offline)
Calibration status:

Calibrated—All required calibrations are "Current". Required calibrations include: Background,
ROI/Uniformity, and Dyes.

Not calibrated —None of the required calibrations are complete.
Requires calibration—One or more dyes are not calibrated.
@ Time lapsed (if a run is in progress)
Total run time
Experiment name
¢ In the Open Existing Experiments pane of the AccuSEQ™ Software 4 (Home) screen. The
experiment being run is the first experiment listed. Status is Run.
When the run is complete, the status changes to Analysis and the bar changes to completely blue.

@— Open Existing Experiments

2020-06-04_2696

@— Run 04 Jun 2020 19:08:17 GMT-0500

2020-06-04_8175

Setup 04 Jun 2020 18:59:11 GMT-0500

@ Open Existing Experiments pane
Experiment status
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SteriSEQ™ results workflow

¢ In the Run tab of the software, you can perform the following actions.
— Select wells in the plate layout to highlight respective curves in the plot.

— Hover over curves in the plot for well information.

— (Optional) Change what is displayed in the table wells of the plate layout, by selecting from the
dropdown lists.

For more information, see AccuSEQ™ Real-Time PCR Software v3.2 Help.

On run completion, the Post Run Summary displays the run length, user and instrument information,
and a list of any errors that occurred.

When the run is complete, unload the plate from the instrument.

SteriSEQ™ results workflow

Review SteriSEQ™ experiment results

- View the results for SteriSEQ™ experiments (page 32)

- Evaluate the amplification plot (page 34)

(Optional) View and evaluate the multicomponent plot (page 35) to
review the dye signal profile

(Optional) Review the flags in the QC Summary (page 36)

(Optional) Manually edit unknown well calls (page 37)

IMPORTANT! If you manually edit well calls, do not click Analyze to reanalyze the data. Well calls revert
to their default call based on the rule settings.

(Optional) Modify call thresholds (page 38)
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SteriSEQ™ results workflow

View the results for SteriSEQ™ experiments

When a run is complete, the Result screen displays the calls for all the plate wells in an experiment. If

the experiment is not open, see “Open an experiment” on page 72.

The Result screen is divided into the Result Summary and Result Analysis tabs on the left and the
Results pane on the right.

Calls are made based on the default analysis settings for SteriSEQ™ experiments. See AccuSEQ™
Real-Time PCR Software v3.2 Help for more information.

1.

2.

32

In the Result Summary tab, in the Plate Calls section, review the calls for the controls (PTC, NTC,

PEC, and NEC).

The number inside the circle indicates the number of controls that passed or failed. The overall
plate status (VALID or INVALID) shown in the Plate Status field is determined by the PTC, NTC,

PEC, and NEC callls.

Note: If there are multiple replicates for a control, at least one replicate must pass for the plate

status to be labeled VALID. This requirement is not editable.

Plate Calls

PASS PASS

PTC
NTC PEC @
PASS 0 FAIL

Plate Status : ) VALID

@_
@_
@_

I

Figure 5 Plate Calls section (example)

(D Plate Calls pane

@ Positive template controls (PTC)

@ Plate-level negative extraction control (NEC)
@ No template control (NTC)

@ Plate-level positive extraction control (PEC)
@ Plate status

PASS

In the Result Summary tab, in the Sample Level PEC/NEC Calls section, review the total number

of wells for each S_PEC or S_NEC call (PASS or FAIL).

Sample Level PEC Calls

S_PEC

PASS

Figure 6 Sample Level PEC Call section (example)
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SteriSEQ™ results workflow

3. In the Result Summary tab, in the Well Calls section, review the total number of wells for each
call—Present, Absent, Review, or Fail.

Well Calls (Unknown)

UNKNOWN

@ PRESENT o ABSENT REVIEW @ FAIL

Figure 7 Well Calls section (example)

4. In the Results pane, review the calls for all the plate wells (samples and controls) as a plate layout
(Grid View) or a table (Table View).

- ﬁ@@@

Sample v Select ltem v Select ltem et = ‘ on ‘
1 2 3 5 6 8 9 10 1 12
PTC B prC " prC L] NTC L
A @ V) (V) "
'»_4,-. - ':.,,- . - . ('l
Mix-1000 ®  Mix-1000 ®  Mix-1000 ® NTC L
) a 2} 1
Mix-100 ®  Mix-100 ®  Mix-100 W NTC u
°Q 2} Q 1
[MES * [We )
Mix-10 - | Mx10 ® NTC u
° () 1
(M8 * | Eesa ()
NTC u
E 1
(%]
NTC .
F 1
(%]
NTC u
G 1
(/]
NTC u
H 1
(/]
wells: [B]9 [N]8 [§]o [P]3 [NEC]o [PEC]0 S _NEC|0 0%

[] 76 (Empty)

Figure 8 Results pane (example)

@ View Legends—explains the symbols and letters in the wells. See AccuSEQ™ Real-Time PCR Software v3.2 Help for
information about the flags.

@ Omit/ Include—omits selected wells from the analysis or includes selected wells in the analysis

(3 Grid View

@ Table View

SteriSEQ™ Rapid Sterility Testing Kit User Guide 33



s978  Chapter 4 Run the PCR and review the results—QuantStudio™ 5 Real-Time PCR System
SteriSEQ™ results workflow

Evaluate the ampilification plot

You can evaluate the overall shape of the Amplification Plot curves in the Result tab. Evaluating the
shape in wells with a Review call can help determine if the sample needs to be run again, or whether
you can edit the call to Present or Absent.

Ensure that the experiment is open in AccuSEQ™ Software. For more information about opening an
experiment, see “Open an experiment” on page 72.

1. In the Results Analysis pane of the Result tab, click £ Amplification in the horizontal scroll bar.

If no data are displayed in the Result Analysis pane, click Analyze. See “Results screen” on
page 78.

Plots & Summary

|2 [ bz [N =
Amplification Multicomponent Raw Data Standard Curve QC Summary

(@ Amplification Plot
The Amplification Plot is displayed for the selected wells in the g§g grid view.

2. (Optional) Click £#, to adjust the plot settings.

Table 4 Amplification Plot settings

Setting Options

Plot type ARNn, Rn, or Ct

Graph type |Log or Linear

Show on plot | Legend, Cq Mark (the cycle at which the curvature of the amplification curve is
maximal), or unselected.

Plot color Target, Sample, Well, or Flag_Status

Threshold Decide whether to show thresholds. Thresholds are preset in SteriSEQ™ template files,
but can be changed.

Baseline Decide whether to show baseline

3. (Optional) Click |~ to adjust the plot properties.
a. (Optional) In the General tab, add a plot title, adjust the font and color, then click Apply.

b. In the X Axis or Y Axis tabs you can:
* Add alabel
* Select if you want tick marks

* Select Auto-adjust range or enter minimum and maximum values
The minimum value must be greater than 0.
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SteriSEQ™ results workflow

i

Amplification Plot

3.0

ARn

2.0

0.0

T T T 1
5 10 15 20 25 30 35 40

Bacteria EMDPC M Fungi M IPC

Figure 9 Typical Amplification Plot for a SteriSEQ™ experiment

View and evaluate the multicomponent plot

The Multicomponent Plot in the Result tab displays the complete spectral contribution of each dye
over the length of the PCR run. Use the plot to perform the following tasks:

¢ Ensure that the signal from the passive reference dye remains unchanged throughout the run.
* Review reporter dye signal for spikes, dips, and/or sudden changes.

* Ensure that Alexa Fluor™ 647 has no amplification in the negative control wells.

* Ensure that internal positive control signal (ABY™ dye) is present in all sample wells.

If no data are displayed in the Result tab, click Result Analysis, then click Analyze.

1. In the Result tab, select & Multicomponent in the horizontal scroll bar.

2. Click £} to configure the plot, then make the following selections:
* Plot Color: Dye, target, or well.

The Multicomponent Plot is displayed for the selected wells in the gg grid view.
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SteriSEQ™ results workflow

3. In the grid view, select wells one at a time, then examine the Multicomponent Plot for the
following plot characteristics.

Plot characteristic Description

Passive reference dye The passive reference dye fluorescence signal (ROX™ dye) should remain relatively
constant throughout the PCR process.

Reporter dye For positive reactions, the reporter dye fluorescence signal (FAM™, VIC™, ABY™, or Alexa
Fluor™ 647 dye) should show a flat region corresponding to the baseline, followed by a
rapid rise in fluorescence as the amplification proceeds.

Irregularities in the signal | Spikes, dips, and/or sudden changes in the fluorescence signal may have an effect on
the data.

Negative control wells The negative control wells should show no significant increase in fluorescence signal for
Alexa Fluor™ 647 dye.

Internal positive control | All wells should show amplification of ABY™ dye as it is an internal positive control.

Multicomponent Plot

1,600,000 ___.---""--__-
1,400,000
1,200,000
1,000,000

500,000

Fluorescence

600,000

400,000

00004 | —_—

o T T T 1

o
=1
o
2]
=1
B
o
%)
=1
™
o
.
=1

Cycle
W ALEXAB4T EVIC ABY EFAM HROX

Figure 10 Example Multicomponent Plot (single well)

Review the flags in the QC Summary

The QC Summary tab in the Result screen displays a list of the QC flags, including the flag frequency
and location.

If no data are displayed in the Result screen, click Analyze.

1. In the Result screen, click Result Analysis, then select the QC Summary tab in the horizontal
scroll bar.

2. Review the Flag column.
The Wells column identifies wells that triggered a flag.

3. (Optional) View the Description column for a description of the flag.
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Chapter 4 Run the PCR and review the results—QuantStudio™ 5 Real-Time PCR System ~ [9##
SteriSEQ™ results workflow

(Optional) View the Frequency column for the number of times the flag occurred.

(Optional) Click the flag of interest for information text about the flag, including the Flag name, the
Flag Detail field, the Flag Criteria field, and the Flagged Wells field.

Manually edit unknown well calls

Calls for wells assigned as Unknown task in factory default presence/absence assays can be manually
edited. Any change in the well call is recorded by the silent audit function.

IMPORTANT! AccuSEQ™ Real-Time PCR Software Administrator access is needed to perform this
workflow.

Only wells assigned as Unknown task can be manually edited. In the Result screen, click the Results
Summary tab to determine if Unknown tasks exist.

1.

2.

In the Result pane, click &8 to open the table view.

Click the Task column to group the Unknown tasks together.
Click the Results Analysis tab to view the well data.

Select an Unknown well in the Task column.

Determine if a call can be made based on the available data.

Click the Call column in the highlighted row to modify the well call.

Select a well call option from the list.
* Review can become Review, Present with Review, or Absent with Review.
¢ Absent can become Absent with Review or Present with Review.
* Present can become Present with Review or Absent with Review.

A Fail call cannot be edited.
The call assessment is updated and the icons for the edited call appears in orange.

Present with Review Absent with Review

Table view, exported results, and printed reports include the manually edited call and call assessment
values. An experiment imported as an EDS file retains manual calls that were edited

If the experiment is reanalyzed, the edited well calls revert to the default calls in accordance with the
rule settings.
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Modify call thresholds

Calls are made based on the default analysis settings for SteriSEQ™ experiments. The passing criteria
for all sample types can be modified. The need to change passing criteria can occur when a different
cut-off is established for a sample preparation kit or for a particular type of sample matrix. If a different
cut-off is established, FAM™ (fungi) and VIC™ (bacteria) acceptance criteria may need to be updated for
NEC, S_NEC, PEC, S_PEC, and unknown test samples.

1. In the Result screen, click Analysis Settings in the top-right.
The Analysis Settings dialog box opens to the Rule Settings tab.

©)

Analysis Settings

Rule Settings Advanced Settings Flag Settings Gt Settings
Plate Calls
Cal  Rule Assessment Action
FAIL  Sample Type = N, FAM Ct < 36.0, FAM deltaRin >= 1.0, VIC Ct < 36.5, ALEXAB47 Ct 1= Undetermined NTC contaminated with positive control s -@
FAIL  Sample Type = N, FAM Gt < 36.0, FAM deltaRn >= 1.0, VIC Ct < 36.5, ALEXAB47 Ct = Undetermined NTC contaminated with bacteria and fungi ¢
FAIL  Sample Type = N, FAM Gt < 36.0, FAM deltaRn >= 1.0, VIC Gt >= 36.5 OR Undetermined, ALEXA47 Ct 1= Undetermined, ALEXAB47 eltaRn < 0.9, ABY Gt < NTC contaminated with fungi and no IPG detected/ PCR s
27.5 ORABY Ct > 30.5 OR Undetermined inhibition
FAIL  Sample Type = N, FAM Gt < 36.0, FAM deltaRn >= 1.0, VIC Gt >= 36.5 OR Undetermined, ALEXA647 Ct 1= Undetermined, ALEXAB47 deltaRn < 0.9, 27.5 <= NTC contaminated with fungi s

ABY Gt <= 30.5

FAIL  Sample Type = N, FAM Ct < 36.0, FAM deltaRn >= 1.0, VIC Ct >= 36.5 OR Undetermined, ALEXAB47 Ct I= Undetermined, ALEXAB47 deltaRn >= 0.9, ABY Ct < NTC contaminated with positive control and no IPC detected/ ~ ¢*
27.5 OR ABY Ct > 30.5 OR Undetermined PCR inhibition

FAIL  Sample Type = N, FAM Ct < 36.0, FAM deltaRn >= 1.0, VIC Ct >= 36.5 OR Undetermined, ALEXAG47 Ct 1= Undetermined, ALEXAB47 deltaRn >= 0.9, 27.5 <= NTC contaminated with positive control s
ABY Ct <= 30.5

== e
]

®

(@ Rule Settings tab
(2 Edit call button
(3 Edit Call Setting Parameters button

The thresholds can be updated collectively using Edit Call Setting Parameters or individually
using the edit call button .

2. Click Edit Call Setting Parameters in the bottom-right to view all thresholds.
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3. Edit G; and ARn cut-off values.

Edit Call Setting Parai

PArAMETES Name Value

a. Enter the new value in the Value column for each parameter.

melers

-

SteriSEQ™ results workflow

Detailed parameter descriptions and default call setting values are listed below.

Table 5 Default call setting parameters

extracted test samples

Parameter name Details Default passing criterial'l
ct_aby_lower Lower limit of IPC (ABY™) acceptance Ci=275
criteria for NTC
ct_aby_upper Upper limit of IPC (ABY™) acceptance C;<30.5
criteria for NTC
ct_alexa647 DPC (Alexa Fluor™ 647) acceptance Ci<25
criteria for PTC
ct_fam_nec Fungi (FAM™) acceptance criteria for NEC | C; = 33
and S_NEC
ct_fam_ntc Fungi (FAM™) acceptance criteria for NTC | C; = 36
ct_fam_p Fungi (FAM™) acceptance criteria for PTC |C; < 25
ct_fam_pec Fungi (FAM™) acceptance criteria for PEC | C; < 33
and S_PEC
ct_fam_u Fungi (FAM™) acceptance criteria for Ci < 33: Fungi present

Ci = 33: No fungi contamination
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Table 5 Default call setting parameters (continued)

Parameter name Details Default passing criterial'l
ct_vic_nec Bacteria (VIC™) acceptance criteria for Ci=34
NEC and S_NEC
ct_vic_ntc Bacteria (VIC™) acceptance criteria for Ci=35.5
NTC
ct_vic_p Bacteria (VIC™) acceptance criteria for Ci<26
PTC
ct_vic_pec Bacteria (VIC™) acceptance criteria for Ci<34
PEC and S_PEC
ct_vic_u Bacteria (VIC™) acceptance criteria for Ci < 34: Bacteria present
extracted test samples Ct = 34: No bacteria contamination
deltaRn_alexa647 | DPC (Alexa Fluor™ 647) acceptance ARn = 0.9: DPC present
criteria for all samples
deltaRn_fam FAM™ acceptance criteria for all samples | ARn = 1: Fungi present
IPCdifference IPC (ABY™) acceptance criteria for all Ci < NTC ABY™ mean C; + 2

samples except NTC

1" Bold values can be edited.

b. Click Save Changes.

4. in the Analysis Settings dialog box, click Apply when all desired rule changes are complete.

Acceptance criteria—AccuSEQ™ Real-Time PCR Software
v3.2.1 or later

The following table shows default criteria for presence or absence calls of unknown samples and passing calls
of controls. These criteria are included in the analysis settings in the SteriSEQ™ experiment template provided
with AccuSEQ™ Real-Time PCR Software v3.2.1 or later.

* Acall of "present" indicates that at least one genomic copy of bacteria or fungi DNA was present in the
unknown (test sample) well and the well is positive for the presence of bacteria or fungi.

* For the plate to be valid, at least one replicate of each type of plate-level control (PTC, NTC, PEC, and
NEC) must pass.

* We recommended establishing acceptance criteria threshold based on sample preparation kit and sample
matrix background.

* For information about modifying calling rules, see “Modify call thresholds” on page 38.

Note: Assay acceptance criteria are subject to your own validation.
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Acceptance criteria—AccuSEQ™ Real-Time PCR Software v3.2.1 or later

Table 6 Default acceptance criteria for AccuSEQ™ Real-Time PCR Software v3.2.1 or later

Sample type Result FAM™[1] vic™ ABY™ Alexa Fluor™ 6472
Unknown Fungi and bacteria present | C; <33.01% | C; <34.08] AC; <2.0M Undetermined
Fungi present, bacteria absent | C; <33.088 | C; =34.0
Fungi absent, bacteria present | C;=33.0 | C; <34.0F
Fungi and bacteria absent C;=33.0 | C;=34.0
NTC Pass C;=36.0 | C;=35.5 |27.5 <mean C;<30.5 Undetermined
PTC Pass C;<25.0 | C;<26.0 AC; <2.0M Ci;<25.0
NEC/ S_NEC Pass C;=33.0 | C;=34.0 AC; 2.0 Undetermined
PEC/ S_PEC Pass C;<33.0 | C<34.0 AC; <2.0M C; detected

' For samples where the FAM™ C; is detected, the A Rn has to be =1, otherwise the FAM™ is negative.
[l For samples where the Alexa Fluor™ 647 C; is detected, the A Rn has to be =0.9, otherwise, the Alexa Fluor™ 647 signal is negative.
Bl For unknown samples where the FAM™ C; is <33.0 and VIC™C; is <34.0, ABY™ signal can be ignored.
4 AG; equals sample ABY™ C,— NTC ABY™ mean C..

Note:

1. NTC well failures indicate contamination during gPCR plating. We recommend including 3 NTC wells in
each gPCR plate. AccuSEQ™ Real-Time PCR Software requires at least 1 NTC well to pass for a plate to
be valid. However, if 3 NTC wells are present, at least 2 wells should pass for greater reliability of data.

2. We recommend 3 extraction replicates for unknown test samples. Each extraction replicate can be plated
in triplicate on the gPCR plate, producing 9 data points. If samples are limited, 1 or 2 extraction replicates
can be used, producing 3 or 6 data points.
Low contamination levels in test samples can show positive detection in only some gqPCR replicate wells.
Test samples that are positive for contamination in more than one-third of wells can be determined
to be contaminated. Samples which have one-third or fewer wells showing positive contamination are
inconclusive, and can benefit from repeated testing after 24 hours to allow for growth of any existing
contamination to levels that are more easily detected.

SteriSEQ™ Rapid Sterility Testing Kit User Guide

41



av

epiny Jesn 1y bunss| Aujie1s pidey wOISUeIS

Sample type= PTC

Sample type= NTC

FAM <25 (and ARn ]

<257 Yes
e >1) and VIC <262

Yes Yes)
1 27.5 < ABY Ct £30.5?

Were plate level
extraction controls used?

vNo

AF647 UNDET (or |7 [ FAM 236 (or ARn <1) Start
RN <0.9)? and VIC 235.57 here

No

v No No

v No
Fail- no DPC signal ] [ Fail-no bacteria ]

v
e e Fail- DPC signal Fail- NTC
rafor g [ — ] [ ] [ _ ]
> [ detected 4 e detected contaminated
©
[ No -
s Sample type= PEC Sample ty‘i NEC
©
= Yes Yes Yes
FAM <33 (and ARn Yes AF647 UNDET (o FAM 233 (or ARn <1)
AF647 detected? 1) and VIC <347 ]* { ABY ACt<2? H R <0.9)? and VIC234?
Were sample extraction No No No No No
controls used? = Fail- no bacteria = ~ =
Fail- no DPC signal 10 bace P Fail- DPC signal Fail- NEC
[ s ] [ and/or fungi signal ] [ Fail- PCR inhibition J [ et o
No detected ¢
Yes
s Sample type=S_PEC Sample type= S_NEC
2
] Yes Yes
o = FAM <33 (and ARn Yes Yes|  Ar647 UNDET (or | Yes| FAM 233 (or aRn<1)
€3 AF647 detected? e | 2
H £ erecte 1) and VIC <342 { A DRn <0.9)? and VIC 2347
28 7 No _No 7 No _ No 4 No
3 Fail- no DPC signal elnobacters Fail- DPC signal Fail- S-NEC
and/or fungi signal il- PCR inhibiti » FSt
3 detected 4 éetec‘egd ’g EalldRcRlnhibiticy detected contaminated
Yes Yes - -
° <SR R T AF647 UNDET (or | Yes Bacteria and fungi
= ORn <0.9)? J present
€ No
S No
€3 AF647 UNDET (or | Yes . Yes Fungi present,
§ ] o ARN<0.9)? =27 bacteria absent
= No No
S
VIC <347 Yes|  AF647 UNDET (or Yes 7 A Yes Bacteria present,
ARn <0.9)? fungi absent
No No
No AF647 UNDET (or Yes PEIRGETE Yes Bacteria and fungi
ARn <0.9)? absent
No No

Note: ABY™ C; values may increase with high loads of bacteria or fungi target. In such cases, ABY™ can be disregarded and the unknown
sample is determined to be contaminated. Ensure that all channels for unknown samples are checked before determining the presence of

contamination.

Figure 11 Decision tree

* o —For failed PEC and S_PEC check ABY™ C;. If ABY™ AC; >2.0, the failures may be caused by PCR inhibition in the well.

Inconclusive- DPC detected,
indicating contamination with
positive control

PCR inhibition detected.
If FAM 233 and/or VIC 234, negative
data s inconclusive due to PCR
inhibition.

* #—Ensure that all channels for unknown samples are checked before reaching a decision.

* *—The ABY™ C; values may increase when there are high levels of bacteria or fungi present. In such cases, ABY™ C; may not provide accurate results and the unknown

sample may be determined to be contaminated.
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Example results with AccuSEQ™ Software v3.2.1 or later
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Example results with AccuSEQ™ Software v3.2.1 or later
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Figure 12 Positive template control (10,000 copies, 3 replicates) —FAM™ target
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Figure 13 Positive template control (10,000 copies, 3 replicates)—VIC™ target
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Example results with AccuSEQ™ Software v3.2.1 or later
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Figure 14 Negative template control (3 replicates)—FAM™ target
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Figure 15 Negative template control (3 replicates)—VIC™ target
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Example results with AccuSEQ™ Software v3.2.1 or later
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Figure 16 Multicomponent plot— Positive template control (10,000 copies, 3 replicates)
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Print reports and export results

Create and print a report
To create a report, an experiment must be analyzed.

1. Open the experiment in the AccuSEQ™ Software. See “Open an experiment” on page 72.

2. Navigate to the Report screen, then the Print Report tab.

P

Setup Run Result Report Audit & E-Sign £} Analysis Settings Save As Save As Template  [5» Export Experiment

Export Results Print Report

Items to be included in the Report

Experiment Summary Plots Results Table
Analysis Settings

3 Fosults Select All Select All

% Result Summary

% Call Summa

@ v Amplification Plot (Rn vs Cycle) Results By Well v

§4 Plate Layout

@ v Amplification Plot (dRn vs Cycle)

Run Method Results By Unknown v
Amplification Plot (Ct vs Well)

® QC Summar
] ™ Melt Gurve (Normalized Reporter) Results By Standards v
Experiment Action Audit )
Melt Gurve (Derivative Reporter) Results By Spikes v
Experiment Detailed Action Audit
Standard Curve )
Extra Metrics v

E-Signature Report

@ Report screen

@ Print Report tab

@ SAE attributes

(@) Create Report button

3. Click the checkbox next to the items to be included in the report.

Default attributes are preselected when using factory default templates. The order of items in the
report can vary from what is shown in the software.

IMPORTANT! To select and print SAE attributes, the user must have permission to print.

4. Click Create Report, then View PDF.

The times shown in the Run started and Run completed fields vary slightly from times shown in
instrument status due to the time delay between the instrument and AccuSEQ™ Software.
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Print reports and export results

The PDF report name differs from the experiment name. Rename the file using the laboratory
standards and practices.

5. (Optional) Click Previous to go back and make different selections for the report.

Export results
To export results, an experiment must have been analyzed.

1. Open the experiment in the AccuSEQ™ Software.
See “Open an experiment” on page 72.

2. Navigate to the Report screen, then the Export Results tab.

3. Enter a file name, then select the file type (XLS, XLSX, TXT, or CSV).
TXT and CSV files can be exported as combined or separate files.

4. Click the checkbox next to the content to export, then click Export.

5. (Optional) Click Customize Export to select more columns to include in the report.

a. Select the type of content to customize from the Content dropdown, then click the checkbox
next to the table fields to include.

b. Click Apply.

6. Click Export.
The results are downloaded to the default download folder.
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results— 7500 Fast Real-Time PCR
Instrument

This chapter describes how to load and run the 7500 Fast Real-Time PCR Instrument and review the
results in AccuSEQ™ Real-Time PCR Software v2.2.1 or later.

IMPORTANT! Review the guidelines to prevent contamination before proceeding (see “Guidelines to
prevent contamination” on page 14).

Load the plate in the instrument

CAUTION! PHYSICAL INJURY HAZARD During instrument operation, the sample block can be
heated to 100°C. Before performing this procedure, wait until the sample block reaches room
temperature.

IMPORTANT! Wear powder-free gloves when you handle the plate.

1. Push the tray door to open it.

2. Load the plate into the plate holder in the instrument with the notched A1 position at the top-left of
the tray. Ensure that the plate is properly aligned in the holder.

— | —
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Start the instrument run \

3. To close the tray door, press the right side of the door at an angle.

_._————.,r--_..__a

Start the instrument run

Load the instrument before starting a run.

IMPORTANT! While the 7500 Fast Real-Time PCR Instrument is performing a run, do not create
experiments, perform maintenance, print experiment data, or allow the computer to run antivirus
software or to enter hibernation mode. Performing such activities while the instrument is running an
experiment causes gaps in data collection.

1. If the experiment is not already open, select File » Open. In the dialog box that opens, select the
experiment, then click Open.

2. In the Experiment menu, select Run.

3. Ensure that the run status is not started.
You cannot start the run if the run is complete.

4. Ensure that the instrument status is connected.

5. Click START RUN |[§.

Note: The button is disabled if the experiment file contains any run data.

For information about monitoring the run, stopping the run, and unloading the instrument, see the
AccuSEQ™ Real-Time PCR Software v2.2 Help.
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Review SteriSEQ™ results

Review the call summary
When a run is complete, the Analysis screen displays the calls and data for the plate wells in an
experiment.

Calls are made based on the default analysis settings for SteriSEQ™ experiments. For more information
about analysis settings, see “Modify call thresholds” on page 57.

1. Click [f ] Analysis in the navigation pane, then click [5] Call Summary.

2. In the Call Summary pane, in the Plate Calls section, review the calls for the controls : positive
template controls (P), negative template controls (NTC), positive extraction controls (PEC), and
negative extraction controls (NEC).

The number of controls that passed or failed is shown to the left of the PASS or FAIL icons. The
overall plate status (VALID or INVALID) shown in the Plate Status field is determined by the P,
NTC, PEC, and NEC calls.

If there are multiple replicates for a control, at least one replicate must pass for the plate status to
be labeled VALID. This requirement is not editable.

3. In the Call Summary pane, in the Sample Level PEC/NEC Calls section, review the total number
of wells for each S_PEC or S_NEC call (PASS or FAIL).

4. Inthe Call Summary pane, in the Well Calls section, review the total number of wells for each
call—Present, Absent, Review, or Fail.

5. To review more information about the calls, see “Review the QC Summary” on page 51.
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| |

Review SteriSEQ™ results

Call Summary

on awell position.

a Use the Call Summary, Plate Layout and Table view to review experiment results. To view sample information and results, place the pointer

Plate Calls

NEC: 3 @ Pass
PTC: 3 @ Pass
NTC: 3 @ Pass
PEC: 9 @ Pass

Plate Status : VALID

Sample Level PEC Calls

S_PEC: 3 @ PasS

Well Calls

UNKNOWN: 3 REVIEW 3 @@ ABSENT
Legends

@rass  @raL € PRESENT G ABSENT

Figure 17 Call Summary pane (example)

Review the QC Summary

ABSEMNT WITH REVIEW

PRESEMT WITH REVIEW

The QC Summary provides a description and troubleshooting information to help review results.

1. Click - Analysis in the Experiment Menu pane, then click | ¢ Quality Summary.

2. In the QC Summary, look in the Frequency and Wells columns to determine which flags appear in

the experiment.
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Review SteriSEQ™ results

3. Click a call assessment in the table to show more information about the assessment.

(" Flag Summary )

Total Wells:
Wells Set Up:

96 | Processed Wells:
24 | Flagged Wells:

24 Manually Omitted Wells:
2 Analysis Omitted Wells: 0

0 | Targets Used: 1
Samples Used: 8

Flag Details

Flag: Name Frequency Wells
AMPNC Amplification in negative control 0
BADROX Bad passive reference signal 0
OFFSCALE Fluorescence is offscale 0
HIGHSD High standard deviation in replicate group |2 F1,F2
NOAMP No amplification 0
NOISE MNoise higher than others in plate 0
SPIKE Noise spikes 0
NOSIGMNAL No signal in well 0
OUTLIERRG Outlier in replicate group 0
ZEROPR Zero passive reference signal 0
EXPFAIL Exponential algorithm failed 0
BLFAIL Baseline algorithm failed 0
THOLDFAIL Thresholding algorithm failed 0
CTFAIL Cr algorithm failed 0

Flag: HIGHSD—High standard deviation in replicate group
Flag Detail: The CT standard deviation for the replicate group exceeds

the flag setting.

Flag Criteria: Ct standard deviation > 0.5
Flagged Wells: F1, F2
View HIGHSD Troubleshooting Information

4. Click the troubleshooting link below the table to view information about correcting the flag.

View the Ampilification Plot

52

1. From the navigation pane, select Plot Analysis » [.2] Amplification Plot.

2. Show all 96 wells in the ampilification plot by clicking the upper left corner of the plate layout in the

Plate Layout tab.
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3. (Optional) For an expanded view of the amplification plot, click the top-left corner of the plate
layout in the Plate Layout tab.

3 <[ Plate Layout T Table View ]
> Select - Selectlt.. | - Select
how in Wells ¥ I View Legend
2 [ | 1 2 3 4 5

4. Use the Plot Settings tab to change the plot type, graph type, and plot color.

Amplification Plot {

>

Piot Settings |
Pist Tigd! ARnws Cycle =~ | Gragh Typé! Linear ~ | PRl Calal Well r

=] Savw coument plot seftings as the default for this exparment

Amplification Plot (ARn vs Cycle)
1r
148 1
187
1.4 9
134
12
1.9 4
10
QB ¢

& o
qDJ"
8 |
os
[T
[-E]
(33
[T
fun | ———
-ﬁl#:-_
3 X H 1 v . " " '] - = = = = " - » =
Cytie
g =
. e Mc Mo Me HFf H: EH
Options
Target Bacleria ~ Threshold []Aute 005 EA Auta Baseline

Show. [] Threshold — [] Baseline Start Well B Targel . Baseling End Well B Tange! 4.

A Save corent pliot seftings as the default for this expariment

5. Use the Options tab below the plot to show the Threshold and Baseline Start.
6. Select wells in the plate layout to view in the amplification plot .

7. (Optional) To view an area of the ampilification plot in detail, click:
a. A quadrant in the plot to the left of the area you want to review.
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b. / (Zoomin).

8. (Optional) Click §= (Hide the plot legend).

Note: This is a toggle button. When the legend is hidden, the button changes to Show a legend
for the plot.

View the Multicomponent Plot
1. From the navigation pane, select Plot Analysis » Multicomponent Plot.

2. Show all 96 wells in the Multicomponent Plot by clicking the upper left corner of the plate layout
in the Plate Layout tab.

3. (Optional) For an expanded view of the plot, click the top-left corner of the plate layout in the Plate

Layout tab.
3 <[ Plate Layout I Table View ]
> Select: - Selectlt.. v | - Select
E] Show inWells ¥ View Legend
2 [ | 1 2 3 4 5
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4. Use the Plot Settings tab to change the plot color.

Multicomponent Plot

Review SteriSEQ™ results

Plot Settings

Plot Color \Well v

@ Save current plot settings as the default for this experiment

Multicomponent Plot

1,800,000

1,600,000

1,600,000

1,400,000 4
1,300,000
1,200,000

1,100,000
1,000,000

900,000

Fluorescence

800,000
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£00,000
500,000
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300,000
200,000

100,000
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1,700,000 I
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Legend

s B c D WE HF Hc EH

5. Select wells in the plate layout to view in the multicomponent plot .

6. (Optional) Click §= (Hide the plot legend).

This is a toggle button. When the legend is hidden, the button changes to Show a legend for the

plot.
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Manually edit unknown well calls

56

Calls for wells assigned as Unknown task in factory default SEQ detection assays can be manually
edited. Any change in the well call is recorded by the silent audit function.

Only Unknown wells can be manually edited. In the Experiment Menu pane, click Analysis » Call
Summary to determine if Unknown wells exist.

IMPORTANT! You must have administrator privileges to perform this task.

—
.

N

i

P

o

»

7. Select an option from the dropdown:

Plate Layout T Table View 1

Select Wells With:

Select an Unknown well in the Task column.

In the Call Summary screen, click the Table View tab to open the table view.

Click the Task column to group wells with Unknown tasks together.

Use the plots available in the Analysis section of the Experiment Menu to view the well data.
Determine if a call can be made based on the available data.

. Click the Call column in the highlighted row to modify the well call.

- Selectitem- -« | |- Selectltem -

Showin Table ¥ | GroupBy ¥ |

#

(eI

104
105
106
107 27.11
108
109
110 27.08
111
112
113
114
115
116 27.11

Quantity

Call

L=t

PASS
PASS
PASS
PASS
ABSENT v
ABSENT
ABSENT v
PRESENT
PRESENT v
PRESENT
REVIEW v

REVIEW
PRESENT WITH REVIEW
ABSENT WITH REVIEW

Call Assessment

L= L T L e e T T = e

Spiked positive control D...
Spiked positive control D...
Spiked positive control D...
Spiked positive control D...

Negative

- Negative

Negative

~ Positive

Positive

- Positive

PCR Inhibition
PCR Inhibition
PCR Inhibition

Comments

* Review call can become Review, Present with Review, or Absent with Review.

* Absent call can become Absent or Present with Review.

* Present call can become Present or Absent with Review.

A Fail call cannot be edited.

The call assessment is updated and the icons for the edited call appears in orange.
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PRESENT WITH REVIEW

‘! ,IQ

N ]

Review SteriSEQ™ results

Table view, exported results, and printed reports include the manually edited call and call assessment

values. An experiment imported as an EDS file keeps manual calls that were edited.

If the experiment is reanalyzed, the edited well calls revert to the default calls in accordance with the

rule settings.

Modify call thresholds

Calls are made based on the default analysis settings for SteriSEQ™ experiments. The passing criteria
for all sample types can be modified. The need to change passing criteria can occur when a different
cut-off is established for a sample preparation kit or for a particular type of sample matrix. If a different
cut-off is established, FAM™ (fungi) and VIC™ (bacteria) acceptance criteria may need to be updated for
NEC, S_NEC, PEC, S_PEC, and unknown test samples.

1. In the Result screen, click Analysis Settings in the top-right.
The Analysis Settings dialog box opens to the Rule Settings tab.

3 l
5 Analysis {Jettings for Untitled

X
___ﬁu_!_e___S___ej_'ti_ngs___j| Ct Settings I Elag Settings ] Advanced Settings ]
i -
NTC Plate Calls
._ Call Rule Assessment Action
1 FALL Sample Type = N, FAM Ct < 36.0, FAM deltaRn >= 1.0, VIC Ct < 365, ALEXABAT Ct = NTC contaminated with positive control ,‘
] Undetermined 5 2
AL Sample Type = N, FAM Ct < 36.0, FAM deltaRn >= 1.0, VIC Ct < 365, ALEXABAT Gt = NTC contaminated with bacteria and fungi ,‘
Undetermined »
3 Sample Type = N, FAN Ct < 36.0, FAM deltaRn >= 1.0, VIC Ct >= 36.5 OR Undetermined, |NTC contaminated with fungi and no IPC R
FAIL ALEXAB47 Ctl= Undetermined, ALEXAG47 deltaRn = 0.9, ABY Ct = 27.5 OR ABY Ct= 30.5 |detected/ PCR inhibition »’
3 OR Undetermined
B AL Sample Type = N, FAM Ct < 36.0, FAM deltaRn == 1.0, VIC Ct == 36.5 OR Undetermined, |NTC contaminated with fungi 7
ALEXAB47 Ct!= Undetermined, ALEXAG47 deltaRn < 0.9, 27 5 <= ABY Ct<= 305 »
4 Sample Type = N, FAM Ct = 36.0, FAM deltaRn == 1.0, VIC Ct == 36.5 OR Undetermined, |NTC contaminated with positive control and o
FAIL ALEXAB47 Ct!= Undetermined, ALEXAB47 deltaRn >= 0.9, ABY Ct < 27 5 OR ABY Ct > no IPC detected/ PCR inhibition ‘,
30.5 OR Undetermined
FAIL Sample Type = N, FAM Ct < 36.0, FAM deltaRn == 1.0, VIC Ct == 36.5 OR Undetermined, |NTC contaminated with positive control ,’
ALEXAB47 Ct I= Undetermined, ALEXAG47 deltaRn = 0.9, 27.5 <= ABY Ct == 30.5 I
FAIL Sample Type = N, FAM Ct < 36.0, FAM deltaRn == 1.0, VIC Ct == 36.5 OR Undetermined, |NTC contaminated with fungi ,’
ALEXAB47 Ct = Undetermined »
1 Sample Type = N, FAM Ct < 36.0, FAM deltaRn < 1.0, VIC Ct < 36.5, ALEXAG4T Ct 1= NTC contaminated with bacteria and no IPC o
o FAIL Undetermined, ALEXAG4T deltaRn < 0.9, ABY Ct < 27.5 OR ABY Ct = 30.5 OR detected/ PCR inhibition »’
Undetermined
FAIL Sample Type = N, FAM Ct = 36.0, FAM deltaRn = 1.0, VIC Ct = 36.5, ALEXAB47 Ct 1= NTC contaminated with bacteria ,’
Undetermined, ALEXAGAT deltaRn < 0.9, 275 <= ABY Ct <= 305 »
Sample Type = N, FAM Ct = 36.0, FAM deltaRn = 1.0, VIC Ct = 36.5, ALEXAB47 Ct 1= NTC contaminated with positive control and o
FAIL Undetermined, ALEXAG4T deltaRn == 0.9, ABY Ct < 275 OR ABY Ct= 30 50R no IPC detected/ PCR inhibition ‘,
Undetermined
FAIL Sample Type = N, FAM Ct < 36.0, FAM deltaRn < 1.0, VIC Ct =< 36.5, ALEXAG4T Ct 1= NTC contaminated with positive control ,‘
Undetermined, ALEXAG4T deltaRn == 0.9, 27.5 <= ABY Ct == 30.5 #
FAIL Sample Type = N, FAM Ct < 36.0, FAM deltaRn < 1.0, VIC Ct = 36.5, ALEXAG47 Ct = NTC contaminated with bacteria ,‘
Undetermined »
FAIL Sample Type = N, FAM Ct < 36.0, FAM deltaRn < 1.0, VIC Ct == 36.5 OR Undetermined, NTC contaminated with positive control ,‘
ALEXAG47 Ct I= Undetermined, ALEXAG47 deltaRn = 0.9, 27.5 <= ABY Ct <= 30.5 I
Sample Type = N, FAM Ct < 36.0, FAM deltaRn < 1.0, VIC Ct == 36.5 OR Undetermined, |NTC contaminated with positive control and o
FAIL ALEXAG47 Ct = Undetermined, ALEXAG47 deltaRn »= 0.9, ABY Ct = 27.5 OR ABY Gt = no IPC detected/ PCR inhibition ’,
30.5 OR Undetermined v
| Edit Call Setting Parameters. | apply Analysis Settings | cancal
; J i

®

Figure 18 Example analysis settings

@ Rule Settings tab

(@ Edit rule

@ Edit Call Setting Parameters button

The thresholds can be updated collectively using Edit Call Setting Parameters or individually
using .

2. Click Edit Call Setting Parameters.
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K]
Review SteriSEQ™ results

3. Edit the rule parameters.

Rule parameters than can be edited include Ct and ARn cut-offs that determine Pass/Fail results.

,3 Edit Call Setting Parameters

the individual rule(s).

X

a Clicking on "Save” button will overwrite any updates done for

Parameter Name Value

ct_fam_ntc 36,02 @
ct_fam_p 250
ct_fam_nec 33.0
ct_fam_pec 330
ct_fam_u 330
ct_vic_ntc 36.5

ct_vic_p 26.0
ct_vic_nec 340

rt_wir noe AN v

| Save | | Cancel

Figure 19 Example call setting parameters

(D Edit parameter value
@ Save button

a. Enter the new value in the Value column for each parameter.

Detailed parameter descriptions and default call setting values are listed below.

Table 7 Default call setting parameters

Parameter name

Details

Default passing criterial'l

ct_aby_lower

Lower limit of IPC (ABY™) acceptance criteria for
NTC

C,=227.5

test samples

ct_aby_upper Upper limit of IPC (ABY™) acceptance criteria for | C; < 30.5
NTC

ct_alexa647 DPC (Alexa Fluor™ 647) acceptance criteria for |C;< 25
PTC

ct_fam_nec Fungi (FAM™) acceptance criteria for NEC and C;=33
S_NEC

ct_fam_ntc Fungi (FAM™) acceptance criteria for NTC Ci=36

ct_fam_p Fungi (FAM™) acceptance criteria for PTC Ci<25

ct_fam_pec Fungi (FAM™) acceptance criteria for PEC and Ci<33
S_PEC

ct_fam_u Fungi (FAM™) acceptance criteria for extracted | C; < 33: Fungi present

C; = 33: No contamination

58
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Table 7 Default call setting parameters (continued)

Review SteriSEQ™ results

Parameter name

Details

Default passing criterial'l

ct_vic_nec Bacteria (VIC™) acceptance criteria for NEC and | C; = 34
S_NEC
ct_vic_ntc Bacteria (VIC™) acceptance criteria for NTC Ci=355
ct_vic_p Bacteria (VIC™) acceptance criteria for PTC Ci<26
ct_vic_pec Bacteria (VIC™) acceptance criteria for PEC and | C; < 34
S_PEC
ct_vic_u Bacteria (VIC™) acceptance criteria for extracted | C; < 34: Bacteria present

test samples

Ct = 34: No contamination

deltaRn_alexa647

DPC (Alexa Fluor™ 647) acceptance criteria for
all samples

ARn = 0.9: DPC present

deltaRn_fam

FAM™ acceptance criteria for all samples

ARn = 1: Fungi present

IPCdifference

IPC (ABY™) acceptance criteria for all samples
except NTC

Ci < NTC ABY™ mean C; + 2

1" Bold values can be edited.

b. Click Save.

4. In the Analysis Settings dialog box, click Apply Analysis Settings.

5. In the upper toolbar, click Save to save the settings to the experiment file.

SteriSEQ™ Rapid Sterility Testing Kit User Guide
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Acceptance criteria—AccuSEQ™ Real-Time PCR Software v2.2.1 or later

Acceptance criteria—AccuSEQ™ Real-Time PCR Software
v2.2.1 or later

The following table shows default criteria for presence or absence calls of unknown samples and passing calls
of controls. These criteria are included in the analysis settings in the SteriSEQ™ experiment template provided
with AccuSEQ™ Real-Time PCR Software v2.2.1 or later.

A call of "present" indicates that at least one genomic copy of bacteria or fungi DNA was present in the
unknown reaction and the sample is positive for the presence of bacteria or fungi.

For the plate to be valid, at least one replicate of each type of plate-level control (PTC, NTC, PEC, and
NEC) must pass.

We recommended establishing acceptance criteria threshold based on sample preparation kit and sample
matrix background.

For information about modifying calling rules, see “Modify call thresholds” on page 57.

Note: Assay acceptance criteria are subject to your own validation.

Table 8 Default acceptance criteria for AccuSEQ™ Real-Time PCR Software v2.2.1 or later

Sample type Result FAM™[1] vic™ ABY™ Alexa Fluor™ 6472

Unknown Fungi and bacteria present | C; <33.01% | C; <34.06] AC; <2.0M Undetermined

Fungi present, bacteria absent | C; <33.08 | C; =34.0

Fungi absent, bacteria present | C;=33.0 | C; <34.08

Fungi and bacteria absent C;=33.0 | C;=34.0

NTC Pass C;=36.0 | C;=35.5 | 27.5 <mean C;<30.5 Undetermined

PTC Pass C;<25.0 | C;<26.0 AC; <2.0M C;<25.0
NEC/ S_NEC Pass C;=33.0 | C;=34.0 AC; 2.0 Undetermined
PEC/ S_PEC Pass C;<33.0 | C<34.0 AC, <2.0M4 C; detected

' For samples where the FAM™ C; is detected, the A Rn has to be =1, otherwise the FAM™ is negative.

@l For samples where the Alexa Fluor™ 647 C; is detected, the A Rn has to be =0.9, otherwise, the Alexa Fluor™ 647 signal is negative.
Bl For unknown samples where the FAM™ C; is <33.0 or VIC™C; is <34.0, ABY™ signal can be ignored.

4 AC; equals sample ABY™ C;— NTC ABY™ mean C;

Note:

1.

60

NTC well failures indicate contamination during gPCR plating. We recommend including 3 NTC wells in
each gPCR plate. AccuSEQ™ Real-Time PCR Software requires at least 1 NTC well to pass for a plate to
be valid. However, if 3 NTC wells are present, at least 2 wells should pass for greater reliability of data.
We recommend 3 extraction replicates for unknown test samples. Each extraction replicate can be plated
in triplicate on the gPCR plate, producing 9 data points. If samples are limited, 1 or 2 extraction replicates
can be used, producing 3 or 6 data points.

Low contamination levels in test samples can show positive detection in only some gPCR replicate wells.
Test samples that are positive for contamination in more than one-third of wells can be determined

to be contaminated. Samples which have one-third or fewer wells showing positive contamination are
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inconclusive, and can benefit from repeated testing after 24 hours to allow for growth of any existing
contamination to levels that are more easily detected.
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Sample type= PTC

Sample type= NTC

FAM <25 (and ARn ]

<257 Yes
e >1) and VIC <262

Yes Yes)
1 27.5 < ABY Ct £30.5?

Were plate level
extraction controls used?

vNo

AF647 UNDET (or |7 [ FAM 236 (or ARn <1) Start
RN <0.9)? and VIC 235.57 here

No

v No No

v No
Fail- no DPC signal ] [ Fail-no bacteria ]

v
e e Fail- DPC signal Fail- NTC
rafor g [ — ] [ ] [ _ ]
> [ detected 4 e detected contaminated
©
[ No -
s Sample type= PEC Sample ty‘i NEC
©
= Yes Yes Yes
FAM <33 (and ARn Yes AF647 UNDET (o FAM 233 (or ARn <1)
AF647 detected? 1) and VIC <347 ]* { ABY ACt<2? H R <0.9)? and VIC234?
Were sample extraction No No No No No
controls used? = Fail- no bacteria = ~ =
Fail- no DPC signal 10 bace P Fail- DPC signal Fail- NEC
[ s ] [ and/or fungi signal ] [ Fail- PCR inhibition J [ et o
No detected ¢
Yes
s Sample type=S_PEC Sample type= S_NEC
2
] Yes Yes
o = FAM <33 (and ARn Yes Yes|  Ar647 UNDET (or | Yes| FAM 233 (or aRn<1)
€3 AF647 detected? e | 2
H £ erecte 1) and VIC <342 { A DRn <0.9)? and VIC 2347
28 7 No _No 7 No _ No 4 No
3 Fail- no DPC signal elnobacters Fail- DPC signal Fail- S-NEC
and/or fungi signal il- PCR inhibiti » FSt
3 detected 4 éetec‘egd ’g EalldRcRlnhibiticy detected contaminated
Yes Yes - -
° <SR R T AF647 UNDET (or | Yes Bacteria and fungi
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€ No
S No
€3 AF647 UNDET (or | Yes . Yes Fungi present,
§ ] o ARN<0.9)? =27 bacteria absent
= No No
S
VIC <347 Yes|  AF647 UNDET (or Yes 7 A Yes Bacteria present,
ARn <0.9)? fungi absent
No No
No AF647 UNDET (or Yes PEIRGETE Yes Bacteria and fungi
ARn <0.9)? absent
No No

Note: ABY™ C; values may increase with high loads of bacteria or fungi target. In such cases, ABY™ can be disregarded and the unknown
sample is determined to be contaminated. Ensure that all channels for unknown samples are checked before determining the presence of

contamination.

Figure 20 Decision tree

* o —For failed PEC and S_PEC check ABY™ C;. If ABY™ AC; >2.0, the failures may be caused by PCR inhibition in the well.

Inconclusive- DPC detected,
indicating contamination with
positive control

PCR inhibition detected.
If FAM 233 and/or VIC 234, negative
data s inconclusive due to PCR
inhibition.

* #—Ensure that all channels for unknown samples are checked before reaching a decision.

* *—The ABY™ C; values may increase when there are high levels of bacteria or fungi present. In such cases, ABY™ C; may not provide accurate results and the unknown

sample may be determined to be contaminated.
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Y A

Example results with AccuSEQ™ Software v2.2.1 or later

Amplification Plot (ARn vs Cycle)

3.00
2758
2.50
225
2.00
175

1.50

ARN

1.25

1.00

075

0.50

0.25

Cycle

Legend

M - E Mc D MWEeE HF Hc BH

Options
Target [Fungi  ~  Threshold: []Auto 0.2 [+ Auto Baseline

Figure 21 Positive control (10,000 copies, 3 replicates)—FAM™ target
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Amplification Plot (ARn vs Cycle)
17
1.8
15
1.4
1.2
1.2
1.1
1.0
[eR=}
[vR=3
o7
08

ARN

05
0.4
0.3
0z
0.1

001 "

-0

Lagend

A g c D MWE HF Hc EH

 Options

Target: |Bacteria ~  Threshold; [] Auto |0.05 ] Auto Baseline

Figure 22 Positive control (10,000 copies, 3 replicates)—VIC™ target
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Amplification Plot (ARn vs Cycle)

3.00
278
250
225
2.00
1.75

1.50

ARN

1.25
1.00
07s
0.50

025 4.2

0.00 — —— — —

Legend

A B lc D e HF Hc EH

Options

Target Fungi  ~  Threshold: []Auto 0.2 [+] Auto Baseline

Figure 23 Negative template control (3 replicates) —FAM™ target
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Amplification Plot (ARn vs Cycle)
17
1.6
15
1.4
1.3
1.2
1.1
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0o
0.8
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i ___-—’/_—/—__
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Cycle

Legend

A B c D ME HF Hc EH

Options

Target: |Bacteria «~ | Threshold: []Auto 0.05 ] Auto Baseline

Figure 24 Negative template control (3 replicates)—VIC™ target
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Multicomponent Plot

I rFay Bl ROX I ABY ALEXAG4T I VIC

Figure 25 Multicomponent plot—Positive control (10,000 copies, 3 replicates)
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Manual data analysis tool

Data analysis tool for SteriSEQ™

Use this data analysis tool to run the SteriSEQ™ assay on earlier versions of AccuSEQ™ Real-Time PCR
Software (without the SteriSEQ™ experiment template) or other gPCR software.

1. Download the SteriSEQ™ Data Analysis Tool from the SteriSEQ™ Rapid Sterility Testing Kit
product page to manually analyze data.

2. Open the data analysis tool in Microsoft™ Excel™.

[ c | o | ¢ | °F_ | c | .+ | | . | K | L | M | N_|
CUT-OFF SETTINGS

NTC SAMPLES o |Extracted samples a  |PTCSAMPLES a
F /FAM Ct 3 [Fungi/FAM Ct Threshold 33 [Fungi/FAM Ct Threshold s iser's platform and workflow
paceriavic 1o 365 [pacieriavic ciMhreshota 3 [sacteniavic cemhresnola s
IPC/ABY Gt Low ol | 215 |IPe/aBY CeThreshold 1PC/ABY Ct Threshold
|PC/ABY Ct Upper Threshold 305
ope/arss ce Threshold 2999 _|opo/arser ce Mhreshold 3999 |op/arss o Threshots 5
REPLICATE 1 REPLICATE 2 REPLICATE 3
NTC RESULTS NTC RESULTS NTC RESULTS

a Resut a Resut a Resut
Fungi/FAM Fungi/FAM Fungi/FAM
Bacvic Bacvic Bac/vic
IPC/ABY 1PC/ABY 1PC/ABY
DpC/AFEST DPC/AFET DPC/AFGT
PTC RESULTS PTC RESULTS PTC RESULTS

a Resut a Resut a Resut
Fungi/FAM Fungi/FAM Fungi/FAM
Bac/VIC Bac/VIC Bac/VIC
1PC/ABY A 1PC/ABY N 1PC/ABY A
DPC/AFE4T DPC/AFEST DPC/AFGST
NEC RESULTS NEC RESULTS NEC RESULTS

a Resus a Ress a Results
Fungi/FAM Fungi/FAM Fungi/FAM
Bac/VIC Bac/ViC Bac/ViC
IPC/ABY A 1PC/ABY N 1PC/ABY A
DpC/AFEST oPC/AFET oPC/AFGT

A PEC RESULTS PEC RESULTS PEC RESULTS

SteriSEQ Data Analysis Tool ® RT

®

(D Instructions tab
(2) steriSEQ Data Analysis Tool tab

3. Follow the steps in the Instructions tab.

The data analysis tool determines the presence or absence of contamination in unknown sample
wells.
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Troubleshooting

Troubleshooting the SteriSEQ™ Rapid Sterility Testing Kit

Observation

Possible cause

Recommended action

Positive control does not meet
acceptance criteria or C; values
are at or near to acceptance
criteria limits.

Abnormal amplification curve
that begins too early then

dips below the baseline and
reappears.

Improper PCR setup or
degradation of reagents.

Check the Ampilification Plot and
Multicomponent Plot. Repeat the assay using
properly stored assay components.

Work in a PCR hood or BSC and clean all
work surfaces thoroughly.

Incorrect baseline setting
applied.

Re-analyze samples using auto baseline, or
change to manual start and end baseline
settings.

PCR inhibition
* |PC AC>2 compared to
the NTC

and/or
e S_PEC failure

Inappropriate sample
preparation that results in
carryover of chemicals from
the media/sample matrix.

Repurify the sample preparation and ensure
appropriate performance of wash and elution
that does not carry over chemicals from
reagents.

High cell number or
background nucleic acid.

Dilute sample to less than 1 million cells per
extraction

Reduce cellular background using an
appropriate sample preparation method or kit.

Ensure that the PCR ramp rate is not faster
than 1.6°C per second.

NEC or S_NEC Failure

Sample preparation method
has background levels of
bacteria or fungi genomic DNA
that differs from default C; cut-
offs in software.

Use a sample preparation kit with minimal
background contamination.

If needed, establish C; cut-offs that are better
suited to the sample preparation kit. Modify
the calling rules in the software to match the
new acceptance criteria.

The matrices or buffers used
contain background levels of
bacteria/fungi genomic DNA
that differs from default C; cut-
offs in the software.

Use samples that have passed internal QC
testing to establish cut-offs that are relevant
for specific matrices. Modify the calling rules
in the software to match the new acceptance
criteria.

Note: Some components added into cell
culture preparations (for example plasmids

or antibiotics) may carry background
bacteria/fungi genomic DNA due to the
microbial sources that they are obtained from.
These components show lower C; values for
bacteria/fungi targets.
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Appendix B Troubleshooting

Troubleshooting the SteriSEQ™ Rapid Sterility Testing Kit

Observation Possible cause Recommended action
NEC or S_NEC Failure External contamination from If NEC failed while NTC passed, environmental
(continued) environment. contamination may have occurred during

extraction. Clean the contained environment
(PCR hood or BSC) and re-extract the
samples, then repeat the assay with

fresh reagents. For more information, see
“Guidelines to prevent contamination” on
page 14.

If both NTC and NEC failed, see “NTC failure”
on page 70.

Inconclusive call

Incorrect well assignment, run
setting or analysis settings

Check well assignment, run settings and
analysis settings (baseline and C; threshold)
are correct and reanalyze.

NTC failure

Positive control unintentionally
added.

If NTC wells are positive for Alexa Fluor™ 647,
contamination is due to the positive control.
Repeat the gPCR. Ensure that the positive
control is added into only the PTC wells during
plating.

External contamination from
environment.

Clean the contained environment (PCR hood
or BSC), and then repeat the assay with
fresh reagents. For more information, see
“Guidelines to prevent contamination” on
page 14.

If the negative control continues to show
contamination, repeat the assay using a new
kit. If the negative control continues to show
contamination after changing kits, contact
technical support.

No positive control or target-
specific dye signal is detected
in PTC wells

Improper storage of assay kit
components.

Repeat the assay using properly stored assay
components.

Pipetting error

Repeat the assay.

Large variation in C; values
across replicates

Pipetting inaccuracies.

Use calibrated pipettors. Pipet up and down
gently five times when dispensing samples
to minimize sample retention in pipette tips.
Change the pipette tip for each well.

70
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Supplemental procedures

Seal the plates

1.

Place an optical adhesive cover on the plate, then rub
the flat edge of the applicator back and forth along the
long edge of the plate.

IMPORTANT! Apply significant downward pressure
on the applicator to completely seal the wells. Pressure
is required to activate the adhesive on the optical
cover.

Long edge (¢
of plate

Rub the flat edge of the applicator back and forth
along the short edge (width) of the plate.

Rub the edge of the applicator horizontally and
vertically between all wells.

Rub the edge of the applicator around all outside
edges of the plate using small back and forth motions
to completely seal around the outside wells. After the
seal is applied to the plate, remove the white seal tabs
from the short edges of the plate.

Briefly spin down the plate using a centrifuge with a
plate adapter.

IMPORTANT! Make sure that the reagents (and no bubbles) are in the bottom of the wells.
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Appendix C Supplemental procedures
Supplemental software procedures (AccuSEQ™ Real-Time PCR Software v3.2 or later)

Supplemental software procedures (AccuSEQ™ Real-Time
PCR Software v3.2 or later)

Open an experiment

You can open an experiment from 2 locations:

Location Description

Home screen Open the most recently run experiments.

a. Click A (Home).
b. Click an experiment name, or click Browse All.

Open Existing Experiments

2020-06-05_5584 2020-06-04_5106

——— ——

Setup 05 Jun 2020 Setup 04 Jun 2020 23:3 0
2020-06-04_5216_ResDNA_Bpt_QS5-3_JY 2020-06-04_2696

Analysis 04 Jun 2020 21:41:27 GMT-0500 Analysis 04 Jun 2020 20:02:26 GMT-0500

Browse All

Experiments screen | Open previously run experiments.

a. Click & (Experiments).
b. If needed, filter, or click the next pages of the list.
c. Click an experiment name.

Expriment Name
Experiment Name + Experiment Status ¢ Created Date ¢ Created ByUsers  M{ Created Date Modified By User ¢ E-Sign Status Actions
Created by user
MycoSEQ - WithOut Delt... | Analysis 28 Feb 2023 15:00:58 G...  Administrator 28l s s e AMINIStrator Unsigned ® &
MycoSEQ - With DeltaRn | Analysis 28 Feb 2023 14:59:26 G...  Administrator 28 Feb 2023 14:59:36 G...  Administrator Unsigned ® &
ViralSEQ MMV Detection... | Analysis 28 Feb 2023 14:56:46 G...  Administrator 28 Feb 2023 14:58:54 G...  Administrator Unsigned ® &
LentiQuant Physical SP17 | Analysis 28 Feb 2023 14:56:10 G...  Administrator 28 Feb 2023 14:66:21 G...  Administrator Unsigned @ o
LentiPhysical14-11-2022...  Analysis 27 Feb202311:46:02G...  Administrator 27 Feb 2023 11:46:15 G...  Administrator Unsigned @ o
E1A_Assay_Test Analysis 27 Feb202311:44:53G...  Administrator 27 Feb 2023 11:45:09 G...  Administrator Unsigned @ o
MycoSEQ Mycoplasma ... | Analysis 23Jan 202308:19:47 G...  Administrator 23 Jan 2023 08:20:09 G...  Administrator Unsigned ® o

Define and assign plate and well attributes

This section provides general procedures to set up the plate layout.

IMPORTANT!
. Do not change the targets in the Targets pane for predefined assay templates, and do not set up
standard curves for presence/absence assays.
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®

Setup Run Result Report Audit & E-Sign £} Analysis Settings Save As Save As Templ|te > Export Experiment

@& Experiment Properti @ | aPCR Method () Plate Setup

‘ Experiment Name : 2020-06-01_7000 | E-Sign Status : Unsigni|d

@I_ Targets (1) Add | ‘ 23] . ] H @ v || goroet ttom v || seloct ttem v Define & setup Standard  [2  f= | 23 | BB |@
I 3 z 3 3 1 12

Color  Name = Reporter  Quencher < s s 7 0 0 10 1

] Target 1 FAM NFQ-MGB

Samples (1) Add

Color Name # Dilution Factor ~ Sample Vol
B samplet 1.00 0.0 o
3
F
a
H
»
ox v Wells: [@]o Mo [E]o [] 96 Empty) 0%
s | ]

@ Targets pane

(2) samples pane

@ Plate setup toolbar

@ Select Item to highlight (Sample, Target, or Task).

@ Select Item. For example, Sample 1. Sample 1 replicates are highlighted.
(®) Define & setup Standard

(@ 3 (View Legend)

& (Print Preview)

@ View (Grid View or Table View)

1. In the Plate Setup screen, add targets to the experiment in the Targets pane.
a. Click Add above the table of targets.

b. Enter a target name in the Name column.

When a sample or target name is edited, two entries are added to the audit trail (Delete and
Create).

c. Click the default dye name (FAM) in the Reporter column to select a reporter dye from the
dropdown.

The reporter is the dye used to detect the target sequence. See the assay user guide for
information about which reporter to use for each target.

d. Click the default dye name (NFQ-MGB) in the Quencher column to select a quencher dye
from the dropdown.

The quencher is the dye used to quench the reporter dye signal.

e. (Optional) Click the color in the Color column to select a different color to represent the target.
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f. Repeat this workflow for all targets in the experiment.

2. In Plate Setup screen, add samples to the experiment.
a. Click Add above the sample table.

b. Enter a sample name in the Name column.

When a sample or target name is edited, two entries are added to the audit trail (Delete and
Create).

c. Enter the dilution factor, sample volume, spike volume, spike standard concentration, spike
input, and comments if needed.

d. (Optional) Click the color in the Color column to select a different color to represent the
sample.

e. Repeat the workflow for all samples in the experiment.

3. Add targets to wells.

a. In Plate Setup screen, click or click-drag to select plate wells in the gg (Grid View) of the
plate, see “Select plate wells” on page 77.

b. Check the checkbox next to the desired target in the Targets table.

If the selected wells contain mixed assignments (indicated by a[=), click the [=] next to the
desired target to assign the target to all selected wells (indicated by a |+]).

c. Click the U in the Task column to select the detection task for the selected wells.

Table 9 Detection tasks

Task Description
U—Unknown (default) Wells contain samples with unknown quantities of target.
S—Standard (standard curve and Wells contain samples with known standard quantities.
relative standard curve experiments If standard is selected as the detection task, enter the
only—not used in detection assays) standard quantity in the Quantity column.
N—Negative control Wells contain water or buffer instead of sample. Wells do
not contain target.

d. Repeat workflow for all target assignments in the plate layout.

4. Assign samples to wells.

a. In Plate Setup screen, click or click-drag to select plate wells in the gg (Grid View) of the
plate, see “Select plate wells” on page 77.

b. Check the checkbox next to the desired sample in the Samples table.

If the selected wells contain mixed assignments (indicated by a [=]), click the [=] next to the
desired sample to assign the sample to all selected wells (indicated by a |+]).

Each well can only have one sample assigned to it.
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c. Repeat for all samples in the experiment.

7

Samples (9) Add

Color MName = Dilution Sample’
@— P

r

© [ ) | 100 0.0
B TS 2 1.00 0.0
B TS 3 1.00 0.0
Bl  STN3000  1.00 0.0 ~

®_ .

Figure 26 Example Samples table

(1) Add button

@ Checkbox—Select Targets and Samples to go in the selected well.
@ Textbox—Click the name to edit.

@ Scrollbar—Use to scroll to more properties.

5. (Optional) Use the plate setup toolbar (above the plate) to make edits to the plate.
* (Click @ (View) to show/hide the sample name, sample color, and target from the view.

6. (Optional, for assays using standard curves) Click Define & setup Standard to set up a standard
curve.

Do not set up standard curves for presence/absence assays.
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e.

Define and Setup Standards

Select Target Select and Arrange Wells for the Standards

o ) Automatically Select Wells for me |I=

Let Me Select Wells

Singleplex Mycoplasma

2 3 4 5 6 7 8 9 10 1 2

Define Standard Curve
6 e ; e B
1e+0 8 ;s v e D

6 Points * 3 Replicates = 18 wells

Standard Curve Preview

e

Tes2 Be+2oe+Zied 2843 2843 4ee2 meed
Quantity

18 Required Wells / 18 Selected Wells

O M Targett

-

Select Singleplex or Multiplex.

Select or enter the target.

. Define the number of points and replicates, the starting quantity, and the serial dilution factor.

The Standard Curve Preview pane shows a representative example only.

(Optional) Select Automatically Select Wells for me or Let Me Select Wells used for the
standard curve.

Click Apply to save before closing the window.

Standards can be renamed using the sample table in the Plate Setup pane. For example, SD1,
SD2, and SD3.

7. (Optional) Double-click a well to enter comments for the selected well.

8. Select a reference dye from the Passive Reference dropdown list (lower-left of screen).
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Select plate wells

* Select plate wells in the gg (Grid View) .

Appendix C Supplemental procedures

Supplemental software procedures (AccuSEQ™ Real-Time PCR Software v3.2 or later)

To

Action

Select a single well

Click a well in the plate

Select multiple wells

Click-drag in the plate

Select contiguous wells

Shift+click wells in the plate

Select a column of wells

Click a column header

Select all wells

Click the top-left corner of the plate grid

Select a block of wells

Click a well to define a corner, then shift+click another well on the opposite
corner

* Select plate wells in the EB (Table View).

To

Action

Select a single well

Click a row in the table

Select non-contiguous wells

Ctrl+click rows in the table

Deselect a single well

Ctrl+click the selected row
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Results screen

Use the Results screen to:
* View the plate calls (factory default presence/absence assays).
* View the well calls (factory default presence/absence assays).
* Manually edit Unknown well calls (factory default presence/absence assays).
¢ Omit wells and reanalyze the experiment.

The Analyze button is disabled if the user does not have permission to both omit wells and analyze
data.

* View plots.

¢ E-Sign the experiment.

Setup Run Result Report Audit & E-Sign £ Analysis Settings Save As  [C)SaveAsTemplate  [S» Export Experiment
| Experiment Name : MycoSEQ Plus M|coplasma Detection Example Data2 ASQ3.2 - Copy | E-Sign Status : Unsigned | Assay Name : MycoSEQ Plus Mycoplasma
Result Summary Result Analysis
Plots & Summary Results
14 e = [ 5] -
Ampification | Multicomponent | Raw Data Standard Curve | QC Summary < | sample ¥ | selectitem ¥ | Ssolecthtem v @ |onj m | B8
' 2 s p s = 7 0 0 W " 2
[y e[a]a] &) @ [ rases- | o] I R A e W (e W
— — ° [+] (+) [+] (] ] @
Amplification Plot Woee = TMWoee * illore = Hoec * Bloee * | [Rose = | [elose =
_ 2 =2 =2 =z o=
L+ [+] (] [+]
Worc = Worc = | Mloec = Mllorc -
s Wk mos  mos om s ®me =w @
© [+] [+] (+] 2] 2]
Woee = TMWoee * illore = Hoec * Woee * | Moec = | [@ove
s W LR ]
° [+] [+]
Worc = | Worc * | lore = | Mllorc *
s W s miss mis m B
* [+] [+] [+]
Wloec = | loec - | lloec < | [loec - Wovc
s Mos  mos  mos om pas nee
1) [+] [+] [+]
Wioee = | MWore * | [lloee = flloee e=af
ction Rep 3 srpec W srpec B sipec ® PESPEC B pESPEC W pESPEC B we  m e om owe om
! draction Rep 1 Wl ¢ OpICHO_CHO-cells
: o "e L] ] L] ] L] i i i
M OpiCHO_CHO-cells DPC MIPESNEC MIFBSPEC MPTC Msi Ms2 MsS3 Ms: Mss Mss Ms7 MSTPEC . . - [ego..* | [eeglo.® | [eeglo.t ® ® ®
ms:
Wells: [@]30 [N]3 [S]o [P]3 [NEC]3 [PEC]3 [S_PEC]3 [S_NEC|0 0%
[151 €Empty)
‘ Analyze ‘ E-Sign

Figure 27 Example of a Results screen for a MycoSEQ™ assay

@ Result Summary tab—only available for factory default presence/absence assays
(@ Result Analysis tab

@ Analyze button—Use after omitting wells.

(@ E-Sign button
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Supplemental software procedures (AccuSEQ™ Real-Time
PCR Software v2.2 or later)

Add and remove samples

1. Add a new sample to the experiment.
a. On the Plate Setup screen, click Add New Sample in the toolbar above the sample table.

b. Enter a sample name, then select the sample color.

2. (Optional) Add samples from the sample library.
a. On the Plate Setup screen, click Add Saved Sample in the toolbar above the sample table.

b. In the Sample Library, select one or more samples to add to the experiment.
c. Click Add Selected Samples.

3. (Optional) Save a sample to the sample library.
a. On the Plate Setup screen, click a row in the sample table to select the sample.

b. Click Save Sample in the toolbar.

If a sample with the same name is already saved to the Sample Library, the software asks to
replace the sample in the library.

4. (Optional) Delete a sample from the experiment.
a. On the Plate Setup screen, click a row in the sample table to select the sample.

b. Click Delete Sample.

If the sample is assigned to wells in the plate, the software asks to remove the sample
assignments from the wells.

Define samples

On the Plate Setup screen, select the Define Targets and Samples tab to define the samples to test in
the reaction plate. The samples in the experiment are listed in the sample table.

1. Enter the sample name.
a. In the sample table, click a cell in the Sample Name column for the sample to name

b. Enter up to 100 characters to identify the sample.

2. Select a sample color.
a. In the sample table, click ~ in the Color column for the sample to define.
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b. Select a color.
* None—Associate no color with the sample
* A color square—Replace the color associated with the sample
* More Colors—Select from more colors

Assign targets to wells

1. In the Plate Setup screen, select wells using the plate layout or the well table, see “Select wells
using the plate layout” on page 81 and “Select wells using the well table” on page 81.

2. Check the Assign checkbox next to the desired target in the Assign targets(s) to the selected
wells pane.

Note: If the selected wells contain mixed assignments (indicated by a [=]), click the [=] next to
the desired target to remove the target from the selected wells, then click the checkbox again to
assign the target all selected wells (indicated by a |+]).

3. Click the dropdown in the Task column to select the detection task for the selected wells.

Table 10 Detection Tasks

Task Description
U- Unknown Wells contain samples with unknown quantities of target. Unknowns can be
(default) setup separately, see “Set up unknowns” on page 81.

N- Negative control | Wells contain water or buffer instead of sample. Wells do not contain target.
Negative controls can be setup separately, see “Set up negative controls” on
page 82.

4. Repeat steps 1-3 for all targets.

Assign a sample to a well

1. On the Plate Setup screen, select wells using the plate layout or the well table.

See “Select wells using the plate layout” on page 81 and “Select wells using the well table” on
page 81.

2. Click the checkbox next to the desired sample to assign it to a well.
When the checkbox is selected, the sample is assigned to the selected wells.

Note: Only 1 sample can be assigned to a well. If the selected wells contain mixed assignments
(indicated by a E| ), you must remove the existing sample assignments before making new sample
assignments.

80 SteriSEQ™ Rapid Sterility Testing Kit User Guide




Appendix C Supplemental procedures
Supplemental software procedures (AccuSEQ™ Real-Time PCR Software v2.2 or later)
Select wells using the plate layout

On the Plate Setup screen, select wells using the plate layout to view well information or to make well
assignments.

On run screens or analysis screens, select wells using the plate layout to view results in the plots.

1. Click a well in the plate layout to select it.

2. (Optional) To select a block of wells, click one well to define a corner, then drag the cursor to the
opposite corner until all desired wells are selected.

A block of wells can also be selected by clicking one well to define a corner, then pressing the Shift
key while clicking another well on the opposite corner.

3. (Optional) To select all wells in a column, click the column heading .
4. (Optional) To select all wells in a row, click the row heading.

5. (Optional) To select discontinuous wells, press the Ctrl key while clicking the desired wells.
If a well is clicked without pressing the Ctrl key, any previously selected wells are deselected.

6. (Optional) To select all wells in the plate, click the top-left corner of the plate grid.

7. (Optional) Press the Gtrl key while clicking a selected well to deselect it.

Select wells using the well table

On the Plate Setup screen, select wells using the well table to view well information or to make well
assignments.

On run screens or analysis screens, select wells using the well table to view results in the plots.

1. Click a row in the well table to select a well.

2. (Optional) To select continuous rows, click one row in the table and drag the cursor up or down
until all desired wells are selected.

3. (Optional) To select discontinuous rows, press the Ctrl key while clicking the desired wells.
If a well is clicked without pressing the Ctrl key, any previously selected wells are deselected.

4. (Optional) To deselect a well, press the Ctrl key while clicking a row in the well table.

Set up unknowns

Ensure that targets and samples are already assigned to wells.

1. On the Plate Setup screen, select the Assign Targets and Samples tab, then select wells using
the plate layout or the well table.

2. In the Assign target(s) table, click m as the task for the targets.
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Set up negative controls
Ensure that targets are already assigned to wells.

1. On the Plate Setup screen, select wells using the plate layout or the well table.
Ensure that no sample is assigned to the selected wells.

2. In the Assign target(s) table, click D as the task for the targets.

3. Repeat these steps for all negative controls in the plate.

Edit plot properties
1. On the screen with the plot that you want to edit, click &2 above the plot.

2. Edit the plot properties.

* C(Click the General tab to edit the plot title text, font, or color and select whether to show the
plot title.

* (lick the X Axis tab to edit the x axis label text, font, or color; select the tick marks and tick
mark labels to show; and select the range to show.

¢ Click the Y Axis tab to edit the y axis label text, font, or color; select the tick marks and tick
mark labels to show; and select the range to show.

3. Click OK.

Review the plots

1. Click Plot Analysis in the Experiment Menu pane, then click || Multiple Plots View.
All available plots for the experiment are shown.

2. Select Amplification Plot, Standard CurveMelt Curve, or Presence/Absence Plot.
The plots available are determined by the type of experiment.

3. Click a sample in the plate layout or the well table to display the corresponding plots.
To change plot properties, see “Edit plot properties” on page 82.

4. Click || Multicomponent Plot or ||] Raw Data to further investigate results.

5. (Optional) Print a plot.
a. On the analysis screen that displays the desired plot, click & above the plot.

b. In the Print dialog box, select the printer and print options, then click OK.

6. (Optional) Save a plot as an image file.
a. On the analysis screen that displays the desired plot, click g above the plot.

b. Select a file name and location for the file, then click Save.
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7. (Optional) Create slides from plots.
You must have administrator or scientist privileges to access this function.
Analysis plots are not available for slides until the run status is complete and the data are analyzed.

You must have Microsoft™ PowerPoint™ software installed on your computer to view slides.

a. If not already open, open the experiment that contains the data that you want to include in a
slideshow presentation.

b. Select File » Create Slide.

c. Select the slides for your presentation, then click Create Slides. The software opens a
Microsoft™ PowerPoint™ presentation (PPT) with the slides you specified.

View the Raw Data Plot

1. From the navigation pane, click Analysis or Plot Analysis, then click Raw Data Plot.

2. Show all 96 wells in the Amplification Plot by clicking the upper left corner of the plate layout in
the Plate Layout tab.

3. (Optional) For an expanded view of the plot plot, click the top-left corner of the plate layout in the
Plate Layout tab.

3 <[ Plate Layout ] Table View ]
> Select. - Selectlt.. v | - Select
[0 | show inwells ¥ View Legend
2 [ | 1 2 3 4 §
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4. Use the Options tab to select the range of raw data shown (Cycle 1 to Cycle 40).

Raw Data Plot

1,900,000
1,800,000
1,700,000 )

1,600,000 4

1,400,000 \
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1,100,000

1,000,000
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a s

Raw Data Plot

r Legend
A s Mc WD MWE HF Hc BH

( Options

Show Cycle 40
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5. Select wells in the plate layout to view in the raw data plot .

6. (Optional) Click §= (Hide the plot legend).
This is a toggle button. When the legend is hidden, the button changes to Show a legend for the

plot.
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Acceptance criteria

PCR cycle threshold (Cy) values are used to determine the presence or absence of the target with the
SteriSEQ™ Rapid Sterility Testing Kit. This section defines the acceptance criteria for C; values in more
detail and explains how they are implemented in the assay.

Threshold cycle value (Cy)

The threshold cycle (Cy) value is defined as the number of cycles required for the fluorescent signal

to cross the threshold or exceed background fluorescence. C; values are inversely proportional to the
amount of target nucleic acid in the reaction. The lower the C; value, the greater the amount of target in
the reaction.

Amplification Plot [ARn vs Cycle)

a0 /

ar

=
-
"x“

0001

O D0

il iid]

Figure 28 Dilution series of positive template control

Amplification plots generated from a dilution series of positive template control, from 10,000 to 10 genome copies per
reaction. Reactions with a high concentration of DNA have a lower C; value.

In routine testing, if the ABY™ C; value in unknown samples shows no inhibition when compared

to the ABY™ C; in the NTCs, the wells are determined to have no PCR inhibition and absence of
bateria and fungi signal indicates no detected contamination. For samples that do not go through a
sample preparation process, a FAM™ C; value =36.00 and VIC™ C; value =35.5 in unknown samples
suggests that no amplification of the targets occurred, indicating the sample is negative for fungi and
bacteria DNA. No further analysis is needed. For samples that have undergone third-party sample
preparation, the appropriate C; cut-offs can vary depending on the background levels of bacteria and
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fungi inherently present in the kits. In this case, NEC and S_NEC samples can be used to establish an
appropriate criteria. The sample PEC C; can also be taken into consideration, if used.

Results interpretation using the acceptance criteria

The specific acceptance criteria values in this guide (see “Acceptance criteria—AccuSEQ™ Real-Time
PCR Software v3.2.1 or later” on page 40 and “Acceptance criteria— AccuSEQ™ Real-Time PCR
Software v2.2.1 or later” on page 60) are for reference purposes only and should be independently
verified or validated specific to the sample matrix being tested. During method development and
qualification, detailed analysis of data can be performed as part of the process of sample preparation
optimization and establishment of cut-off values for sample-specific acceptance criteria.

Other acceptance criteria considerations

86

No two cell culture sample types are the same. The positive and negative cut-off values provided in
this guide were established from the analysis of hundreds of samples. However, there are cases where
unknown, sample-specific cut-off values should be established and applied. For some sample types,

it is possible that the C; values for negative unknown samples will fall outside of the recommended
ranges. In these cases, use the guidance above to establish user and sample specific positive and
negative cut-off values. These values can be established for one or more results parameters to provide
the user with the highest possible level of confidence in both the negative and positive results obtained
during routine testing.

SteriSEQ™ Rapid Sterility Testing Kit User Guide



Kit specificity and sensitivity

Sensitivity

Sensitivity of the PCR using this kit is 5 to 25 genome copies of target DNA per reaction. Sensitivity of
the assay in real cell culture samples depends on the quality of the sample preparation method.

Primary factors that can affect detection sensitivity:
* Extraction efficiency of DNA from the sample preparation method
® Purity of DNA from sample preparation method
¢ High non-target genomic background

Secondary factors that may affect detection sensitivity:
¢ PCR inhibitors that affect PCR efficiency

* High protein or cellular matrix background that can interfere with DNA extraction efficiency or PCR
efficiency

Kit specificity

The SteriSEQ™ Rapid Sterility Testing Kit can detect more than 16,000 different bacterial species and
more than 2,600 fungal species. The kit does not detect other genera or cell line DNA. Samples derived
from bacteria or fungi sources may have residual bacteria or fungi DNA. Some of sources of this type of
residual DNA contamination are:

Component Potential contaminating source
Plasmids Bacteria
Enzymes (eg. proteinase) Bacteria
Antibiotics Fungi
Serum Bacteria
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Inclusivity —Detectable species

The SteriSEQ™ Rapid Sterility Testing Kit is validated for the following genome species. For a complete
list of species, contact Technical Support.

Kingdom Species Source
Fungi Aspergillus brasiliensis ATCC 16404D-2
Fungi Candida albicans ATCC 10231DQ

Bacteria Bacillus subtilis ATCC 6633DQ

Bacteria Clostridium sporogenes ATCC 11437DQ

Bacteria Staphylococcus aureus ATCC 6538DQ

Bacteria Pseudomonas aeruginosa ATCC 9027DQ

Bacteria Escherichia coli ATCC 8739DQ

Bacteria Salmonella enterica ATCC 13311DQ

Bacteria Cutibacterium acnes ATCC 11827

Bacteria Streptococcus pyogenes ATCC 19615DQ

Bacteria Bacteroides fragilis ATCC 25285DQ

Bacteria Staphylococcus epidermidis ATCC 12228DQ

Bacteria Clostridioides difficile ATCC 43598DQ

Bacteria Enterococcus hirae ATCC 10541DQ

Bacteria Streptococcus equinus ATCC 9812

Bacteria Streptococcus pneumoniae ATCC 33400

Bacteria Kocuria rhizophila ATCC 9341D-5

Exclusivity—Undetectable genomes

88

Species/DNA Concentration per qPCR reaction Source
Adenovirus 2 30 ng ATCC VR-846D
Kanamycin resistance gene 300,000 copies Synthetic gene block
Ampicillin resistance gene 300,000 copies Synthetic gene block
HEK 293 genomic DNA 300 ng ATCC CRL-1573D
CHO genomic DNA 300 ng A29127
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(continued)

Appendix E Kit specificity and sensitivity
Exclusivity— Undetectable genomes

Species/DNA

Concentration per qPCR reaction

Source

Baculovirus vector genes

300,000 copies

Synthetic gene block

Lentivirus vector genes

300,000 copies

Synthetic gene block

Bovine genomic DNA

3ng

Zyagen GB-100M

SteriSEQ™ Rapid Sterility Testing Kit User Guide

89




Safety

WARNING! GENERAL SAFETY. Using this product in a manner not specified in the user
documentation may result in personal injury or damage to the instrument or device. Ensure that
anyone using this product has received instructions in general safety practices for laboratories and
the safety information provided in this document.

. Before using an instrument or device, read and understand the safety information provided in the
user documentation provided by the manufacturer of the instrument or device.

. Before handling chemicals, read and understand all applicable Safety Data Sheets (SDSs) and use
appropriate personal protective equipment (gloves, gowns, eye protection, and so on). To obtain
SDSs, visit thermofisher.com/support.
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Appendix F Safety
Chemical safety

Chemical safety

/W\. WARNING! GENERAL CHEMICAL HANDLING. To minimize hazards, ensure laboratory personnel
&~ read and practice the general safety guidelines for chemical usage, storage, and waste provided
below. Consult the relevant SDS for specific precautions and instructions:

. Read and understand the Safety Data Sheets (SDSs) provided by the chemical manufacturer
before you store, handle, or work with any chemicals or hazardous materials. To obtain SDSs, see
the "Documentation and Support" section in this document.

. Minimize contact with chemicals. Wear appropriate personal protective equipment when handling
chemicals (for example, safety glasses, gloves, or protective clothing).

. Minimize the inhalation of chemicals. Do not leave chemical containers open. Use only with
sufficient ventilation (for example, fume hood).

. Check regularly for chemical leaks or spills. If a leak or spill occurs, follow the manufacturer
cleanup procedures as recommended in the SDS.

. Handle chemical wastes in a fume hood.

. Ensure use of primary and secondary waste containers. (A primary waste container holds the
immediate waste. A secondary container contains spills or leaks from the primary container.
Both containers must be compatible with the waste material and meet federal, state, and local
requirements for container storage.)

. After emptying a waste container, seal it with the cap provided.

. Characterize (by analysis if needed) the waste generated by the particular applications, reagents,
and substrates used in your laboratory.

. Ensure that the waste is stored, transferred, transported, and disposed of according to all local,
state/provincial, and/or national regulations.

. IMPORTANT! Radioactive or biohazardous materials may require special handling, and disposal
limitations may apply.

WARNING! HAZARDOUS WASTE (from instruments). Waste produced by the instrument is
potentially hazardous. Follow the guidelines noted in the preceding General Chemical Handling
warning.

WARNING! 4L Reagent and Waste Bottle Safety. Four-liter reagent and waste bottles can crack
and leak. Each 4-liter bottle should be secured in a low-density polyethylene safety container with the
cover fastened and the handles locked in the upright position.
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Biological hazard safety

Biological hazard safety

WARNING! Potential Biohazard. Depending on the samples used on this instrument, the surface
may be considered a biohazard. Use appropriate decontamination methods when working with
biohazards.

WARNING! BIOHAZARD. Biological samples such as tissues, body fluids, infectious agents,

and blood of humans and other animals have the potential to transmit infectious diseases.

Conduct all work in properly equipped facilities with the appropriate safety equipment (for example,
physical containment devices). Safety equipment can also include items for personal protection,

such as gloves, coats, gowns, shoe covers, boots, respirators, face shields, safety glasses, or
goggles. Individuals should be trained according to applicable regulatory and company/ institution
requirements before working with potentially biohazardous materials. Follow all applicable local,
state/provincial, and/or national regulations. The following references provide general guidelines when
handling biological samples in laboratory environment.

. U.S. Department of Health and Human Services, Biosafety in Microbiological and Biomedical
Laboratories (BMBL), 6th Edition, HHS Publication No. (CDC) 300859, Revised June 2020
www.cdc.gov/labs/pdf/CDC-BiosafetymicrobiologicalBiomedicalLaboratories-2020-P.pdf

. Laboratory biosafety manual, fourth edition. Geneva: World Health Organization; 2020 (Laboratory
biosafety manual, fourth edition and associated monographs)
www.who.int/publications/i/item/9789240011311
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Documentation and support

Related documentation

Document Pub. No.
AccuSEQ™ Real-Time PCR Software v3.2 User Guide MANO0029199
AccuSEQ™ Real-Time PCR Software v2.2 User Guide MANO0029201

QuantStudio™ 3 and 5 Real-Time PCR Systems Installation, Use, and Maintenance Guide MANO0010407

Applied Biosystems™ 7300/7500/7500 Fast Real-Time PCR System Installation and 4347828
Maintenance Guide

For information about new assays and updated product documentation, go to thermofisher.com.

Customer and technical support

Visit thermofisher.com/support for the latest service and support information.
* Worldwide contact telephone numbers

* Product support information
— Product FAQs

- Software, patches, and updates
— Training for many applications and instruments
¢ Order and web support
* Product documentation
— User guides, manuals, and protocols
— Certificates of Analysis
— Safety Data Sheets (SDSs; also known as MSDSs)

Note: For SDSs for reagents and chemicals from other manufacturers, contact the
manufacturer.
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Appendix G Documentation and support
Limited product warranty

Limited product warranty

Life Technologies Corporation and/or its affiliate(s) warrant their products as set forth in the
Life Technologies' General Terms and Conditions of Sale at www.thermofisher.com/us/en/home/
global/terms-and-conditions.html. If you have any questions, please contact Life Technologies at

www.thermofisher.com/support.
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