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Intended Use

Intended Use

The Advanta Dx COVID-19 EASE Assay is a real-time reverse transcription (RT) PCR test
intended for the qualitative detection of nucleic acid from SARS-CoV-2 in nasopharyngeal
swab, oropharyngeal swab, mid-turbinate nasal swab, and anterior nasal swab specimens
from individuals suspected of COVID-19 by their healthcare provider. Testing is limited to
laboratories that are certified under the Clinical Laboratory Improvement Amendments of
1988 (CLIA), 42 U.S.C. §263a, and meet requirements to perform high-complexity tests.

Results are for the identification of SARS-CoV-2 RNA. The SARS-CoV-2 RNA is genej
detectable in upper respiratory specimens during the acute phase of infection. Pg
results are indicative of the presence of SARS-CoV-2 RNA. Clinical correlation wit

is a reverse transcription (RT) and real-time
test that leverages Standard BioTools™ microfluidics

espiratory swab samples from patients suspected of COVID-19 by
are provider. Advanta Dx COVID-19 EASE Assay uses the N1, N2 and RNase P
primers probes, for both the 1-Step RT-preamplification step and the real-time PCR

detection st8
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Product Description

Workflow and Description of Test Steps

Step 1: Step 2: Step 3: Step 4: Step 5: Step 6 and

Collect Prepare the Extract Prepare control Prepare RT 7:

samples. controls and  RNA. mixes and preamplification Prepare and
the extraction sample mixes  mix and PCR load IFC on
plate. and heat treat  mixes. Juno.

in the VeritiPro.

Workflow Step Run Time

1 | Collect samples using CDC-recommended swabs for upp€e
respiratory samples and place into a Saline 0.85% Solution
(Thermo Fisher Scientific, R064438).

2  Prepare the negative and positive controls ( 10 min —

extraction plate.

3  Extract RNA using the RNAdvance Vir, 120 min —
(Beckman Coulter, C63510)

4 Prepare the control mixes (NTC, NC, P 30 min =
Heat-treat controls and samples in the

5  Prepare the RT preampaifi i ixes. 15 min —

6  Prepare the Adva uidic circuit) by 35 min —
injecting contro id i s. Pipet reagents, PCR
mixes, and s. ixes 4

reservoirs.
— 225 min

— 35 min

3 hr 30 min 4 hr 20 min
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Materials Provided

Materials Provided

Reagents and Consumables

10 IFCs

Bundle Component Part Number  Quantity
Advanta Dx COVID-19 EASE, Module 1—10 IFCs | 102-1473 1 kit

Advanta™ Dx | Advanta Dx COVID-19 EASE, Module 2—10 IFCs  102-1474

COVID-19 EASE | advanta Dx 96.16 IFC, 10-Pack 102-1476
Assay—10 IFCs
(102-1477)

Advanta Dx Control Line Fluid, 10-Pack 102-0390

2 IFCs

Bundle Component
Advanta Dx COVID-19 EASE, Module 1—2 IFCs

Advanta™ Dx Advanta Dx COVID-19 EASE, Module 2—
COVID-19 EASE
Assay—2 IFCs Advanta Dx 96.16 IFC, 2-pack

(102-1839)

IFCs

4 syringes

Advanta Dx Control Line Fluid, (2 packs, 2 syringes per pack)

Kit Components and Stor br Advanta Dx
COVID-19 EASE Assay—1 8

IMPORTANT: Store rea ey are received, according to manufacturer’s storage
recommendations.

102-1473, Ad ID 19 EASE Assay, Module 1—10 IFCs

Volume Quantity Storage

70 pL 2 tubes —-25°Cto -15
°C

290 pL 2 tubes -25°Cto -15
°C

Advanta Dx PCR Water 1.8 mL 4 tubes —-25°Cto -15
°C

102-1460 Alvanta Dx RT PA MM 240 pL 2 tubes -25°Cto —15
°C

102-1462 Advanta Dx PF 2 6.5 mL 1 bottle -25°Cto —15
°C

102-1463 Advanta Dx Binding Buffer 9.9 mL 1 bottle -25°Cto —15
°C

102-1464 Advanta Dx Wash Buffer 2.8 mL 2 bottles —-25°Cto -15
°C
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Materials Provided

102-1465 Advanta Dx EB1 2.8 mL 2 bottles -25°Cto -15
°C

102-1466 2019 nCoV_N1 Primer-Probe Mix 25 L 1 tube -25°Cto -15
°C

102-1467 2019 nCoV_N2 Primer-Probe Mix 25 L 1 tube :CZS °Cto —15

102-1468 RNase P Primer-Probe Mix 50 L 1 tube :CZS °Cto —15

102-1469 Advanta™ Dx Preamp Primer Pool v2 520 pL 2 tubes . SC to —15

102-1474, Advanta Dx COVID 19 EASE Assay, Module 2—10 IFCs

Part Number Component Volume

102-1470 Advanta™ Dx Capture Beads ; to +8 °C
102-1830 SARS-CoV-2 Neg Control 2°Cto +8°C
102-1831 SARS-CoV-2 Pos Control +2 °Cto +8 °C

102-1476, Advanta Dx 96.16 IFC, 10-IFC pack

Part Number Component Storage
102-1472 Advanta™ Dx 96.16 IFC +15 °C to +30
°C
Advanta Dx Control Line Fluid
Part Number Compone Quantity Storage
) 2 packs +15°Cto +30
102-0390 Adv (10 syringes per pack) °C
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Materials Provided

Kit Components and Storage Conditions for Advanta Dx COVID-19
EASE Assay—2 IFCs (102-1839)

IMPORTANT: Store reagents as soon as they are received, according to manufacturer’s
storage recommendations.

102-1840, Advanta Dx COVID 19 EASE Assay, Module 1—2 IFCs

Part Number Component Volume Quantity Storage

102-1457 Advanta™ Dx FLR 70 pL 1 tube 0 —15 °C

102-1458 Advanta Dx PCR MM 290 L 1 tube 5°C
102-0369 Advanta Dx PCR Water 1.8 mL °C
102-1460 Advanta Dx RT PA MM 5°C
102-1462 Advanta Dx PF 2 . 0 —15°C
102-1463 Advanta Dx Binding Buffer 5°Cto -15°C

102-1464 Advanta Dx Wash Buffer
102-1465 Advanta Dx EB1

102-1466 2019 nCoV_N1 Primer-Probe Mix
102-1467 2019 nCoV_N2 Primer-Probe Mix
102-1468 RNase P Primer-Probe Mix
102-1469 Advanta Dx Preamp Primer Pool

—25°Cto -15°C
—-25°Cto -15°C
—-25°Cto -15°C
—-25°Cto -15°C
-25°Cto -15°C
-25°Cto -15°C

102-1841, Advanta Dx COVID 19 2—2 IFCs

Part Number Component Volume Quantity Storage
102-1470 Advanta™ D, 500 pL 1 tube +2°Cto +8 °C
102-1830 500 pL 1 tube +2°Cto +8°C
102-1831 500 pL 1 tube +2°Cto +8°C
IFC pack
Quantity Storage
2 IFCs +15°Cto +30
°C
Advanta Dx
Part Number Component Quantity Storage
102-0398 Advanta Dx Control Line Fluid 2 pacl_<s +15°Cto +30
(2 syringes per pack) °C
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Materials Required but Not Provided

Materials Required but Not Provided

Reagents Not Provided

IMPORTANT: Store reagents as soon as they are received, according to manufacturer’s storage
recommendations. Do not use materials after the indicated expiry date.

Product Name Source Part Number
RNAdvance Viral Reagent Kit Beckman Coulter C63510
RNAsecure™ RNase Inactivation Reagent Thermo Fisher Scientific™ AM7005

Consumables Not Provided

Product Name Source
Thermo Scientific™ Saline 0.85% Solution Tubes

MicroAmp® Clear Adhesive Film for 96-well plates
CDC-recommended swab for upper respiratory sample collection

Disposable microcentrifuge tubes, polypropylene, 1.5 mL, 2 mL, and
5mL

25 mL reagent reservoir

96-well PCR plates*

8-well PCR tube strips with caps
*The PCR plates selected for the workflow must be compatible with the

Equipment Not Provided

IMPORTANT: The Advanta Dx COVID-19 /&
(IQM) Protocol (SVC-00116) must be perfofillled by a Standd
Specialist using Standard BioTools-qu@lified @&\VID-19 EASH
specifications prior to reporting diagnOghi

| BioTools Field Application
aterial and meet

Source Part Number
BMKHD-BMKHD
102-1890
101-6455
102-1889
101-6117
102-1852

Ive Software v1.0.0 102-2034

SW-00056

z Thermo Fisher A48141
Blems® VeritiPro™ Thermal Cycler, 96 well Scientific

2 centrifud for microtubes, 1 for 96-well PCR plates —
NOTE Must D€g@apable of 3,000 x g

Pipettes (P2—-P1000) and appropriate filtered, low-retention tips —
8-channel pipettes and appropriate filtered, low-retention tips —
Vortexer Any major —
Class II biological safety cabinet for handling respiratory tract samples laboratory supplier —
PCR workstation (for reagent handling) —
DNA-free hood —
Freezers and refrigerators —

Product Name
Biomark™ HD system

Biomark Data Collection
Juno™ system

Standard BioTools

Cold block or ice —

Advanta Dx COVID-19 EASE Assay Instructions for Use 7



Materials Required but Not Provided

Tube and plate racks (multiple sizes) —
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Warnings, Precautions, and Best Practices

Warnings, Precautions, and Best Practices

Warnings and Precautions

« The Advanta COVID-19 EASE Assay is for /n vitro diagnostic use under Emergency Use
Authorization only.

« Federal Law restricts this device to sale by or on the order of a licensed practitioner.
»  For /n vitro diagnostic use only (IVD).

«  This product has not been FDA cleared or approved but has been authorize
emergency use by FDA under an Emergency Use Authorization (EUA) for us

requirements to perform high-complexity tests.

»  This product has been authorized only for the detection of
not for any other viruses or pathogens.

« The emergency use of this product is only authoriz
declaration that circumstances exist justifying the a
vitro diagnostics for detection and/or diagnosis of CO
of the Federal Food, Drug, and Cosmetic 4

n 564(b)(1)
bb-3(b)(1), unless the

«  The performance of this test was gstab! evaluation of a limited
number of clinical samples. Clinic peen established with all
circulating variants but is anticipat he prevalent variants in
circulation at the time and location inical’evaluation. Performance at the time

d its territories are required to report all results to the
h authorities.

« Always use pipette tips with aerosol barriers. Tips that are used must be free from
DNases and RNases.

» Reagents must be stored and handled as specified in the kit components and storage
sections on page 4 and page 6 and in Best Practices on page 11.

« Do not use the kit after the indicated expiry date.

« Do not use extraction kits other than those identified in the Reagents not Provided
section of this IFU.

Advanta Dx COVID-19 EASE Assay Instructions for Use 9



Warnings, Precautions, and Best Practices

« The Advanta Dx COVID-19 EASE Assay workflow should be performed by qualified and
trained staff to avoid the risk of erroneous results. Use separate areas for the
preparation of samples and controls to prevent false positive results. Reagents may be
handled under a laminar airflow hood. Use universal precautions when handling
biological samples in a Class II biological safety cabinet.

- Modifications to assay reagents, assay protocol, or instrumentation are not permitted,
and are in violation of the product Emergency Use Authorization.

« Reliable results depend on proper sample collection, storage, and handling proced

- Avoid contamination from positive controls and samples by following good lab
practices.

« In addition to your site-specific safety requirements, Standard BioTool

» Follow necessary precautions when handling samples. Use
equipment (PPE) consistent with current guidelines for t

showers, first aid kits, safety data sheets, etc.),
emergency/injury reporting procedures.

« Do not eat, drink, smoke, or apply cosp

+ Maintain clean work areas.

« Wash hands before leaving th
« The Advanta Dx COVID-19 EASE

with Juno. For complete instrumen i , including a full list of the

symbols on the instru refer to Juno System User Guide (100-7070) and
Biomark HD Data C

» Read and understand the safety data sheets (SDSs) before handling chemicals. To
obtain SDSs for chemicals ordered from Standard BioTools, either alone or as part of
this system, go to fluidigm.com/sds and search for the SDS using either the product
name or the part number. Some chemicals referred to in this protocol may not have
been provided with your system. Obtain the SDSs for chemicals provided by other
manufacturers from those manufacturers.

- Dispose of waste in compliance with local, state, and federal regulations.
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Warnings, Precautions, and Best Practices

Best Practices

IFC and Control Line Fluid Handling
»  Use the IFC within 24 hr of opening the package.

« Inspect the IFC for any signs of visible damage before use. Ensure that the barcode
label is intact and the IFC surfaces are clear of particulates.

« Do not evacuate air from syringes prior to injecting control line fluid.

« Avoid bending the control line fluid syringe tip.

»  Be careful when removing the control line fluid syringe cap to prevent drips.

»  Avoid getting control line fluid on the exterior of the IFC or in the inlets becal§
makes the IFC unusable. If this occurs, use a new IFC.

« During use, take care to avoid the introduction of particulates, re
the surface of the IFC.
Sample Handling

« To prevent cross-contamination when preparing co
first.

« Do not reuse plate seals.

« Centrifuge the plate to collect

arate IFC setup from sample preparation activities. Dedicate
to designated areas.

« Retrieve only the reagents required from each kit based on the number of IFCs that you will run.
« Use only the reagents provided in the required kit and specified in the protocol.

« Reagent kit modules (Modules 1 and 2) are lot-matched. Do not swap reagents or kit
modules between kit lots. Using mixed lots of reagent modules invalidates the results
generated.

« Unless otherwise specified, thaw reagents at room temperature (+15 °C to +30 °C),
and then use them at room temperature.
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Limitations of the Procedure

- Before use, briefly vortex reagents at medium speed for at least 5 sec, then centrifuge
for at least 2 sec to ensure that all reagents are homogeneous.

«  During workflow, mix and centrifuge reagents as directed.

« Place all sample and reagent mixes on ice when not in use.

Bubble Prevention

» Vortex gently (low speed) but thoroughly (at least 5 sec) to ensure that all reagents
and reagent mixes are homogeneous.

- After vortexing the assay and sample mixes, centrifuge them to bring down g
bottoms of the wells before pipetting into the IFC inlets. Failure to do so md
compromised data.

»  Check the source plate or tube for bubbles before pipetting.
»  Check pipette tips for air gaps while pipetting.

»  Pipet reagents slowly and carefully to transfer entire volu

past the first stop on the pipette. If a bubble is int
the inlet.

If necessary, remove bubbles from an IF

Samples must be collected, transported, and stored using appropriate procedures and
conditions. Improper collection, transport, or storage of samples may affect the ability
of the assay to perform as indicated.

» Nasal gel products may interfere with the detection of low positive samples.

- The impacts of vaccines, antiviral therapeutics, antibiotics, chemotherapeutic or
immunosuppressant drugs, or homeopathic medications have not been evaluated.

12 Advanta Dx COVID-19 EASE Assay Instructions for Use



Limitations of the Procedure

« The Advanta Dx COVID-19 EASE Assay cannot rule out respiratory diseases caused by
other bacterial or viral pathogens.

» False positive results may arise from:
» Cross-contamination during sample handling or preparation
» Cross-contamination between patient samples
« Sample mix-up
» False negative results may arise from:
« Improper sample collection
» The presence of RT-PCR inhibitors

« The presence of sequence variants in the pathogen targets of the agdey
» Degradation of the SARS-CoV-2 RNA during shipping/storage
« Use of unauthorized assay reagents
+ Mutation in the SARS-CoV-2 virus

+ Failure to follow Instructions for Use

+ Analyte concentrations below the limit of detect

» All results from this and other tests mug ion with the clinical
history, epidemiological data, and othe
patient.

»  The results of this test should not > Pasis for diagnosis, treatment, or
other patient management decision

» This test is a qualit lues do not provide a quantitative assessment
jme PCR performed on Biomark HD and

location S@ke clinical evaluation. Performance at the time of testing may vary
depending on the variants circulating, including newly emerging strains of SARS-CoV-2
and their prevalence, which change over time.

Advanta Dx COVID-19 EASE Assay Instructions for Use 13



Sample Collection, Handling, and Storage

Sample Collection, Handling, and Storage

The sample collection device is not included as part of the kit. Refer to the CDC Interim
Guidelines for Collecting, Handling, and Testing Clinical Samples for COVID-19
(cdc.gov/coronavirus/2019-ncov/lab/guidelines-clinical-specimens.html) while using
CDC-recommended swabs for upper respiratory sample collection and the Thermo Scientific™
Saline 0.85% Solution Tubes (see Consumables not Provided on page 7 for more information).

Samples have been demonstrated to be stable at temperatures up to +30 °C for up to
48 hr after collection and prior to RNA extraction. Samples may be subjected to one fz
thaw cycle at -70°C or lower. If the interval between collection and testing is antig
exceed 48 hr, the sample should be stored at —70 °C or lower as recommended
CDC (https://www.cdc.gov/coronavirus/2019-ncov/lab/guidelines-clinical-spggi

Quality Controls

There are 3 external controls provided with the test kit:

« A no template control (NTC)
» A positive control (PC)
» A negative control (NC)

Each of the 3 controls must be run on the 96
93 samples. Each control is treated in the s; i.e. diluted in PCR
Water (part number 102-0369)].

Controls that will be provided with th

« A™no template” negative control ( i est for contamination of reagents
and instrumentation wi terial and consists of nuclease-free water in place
of the sample. This s control included in the extraction step. If

ys comes up in this control, it is recommended

negative control is used in each assay run.

- An internal control consisting of RNase P which is detected in the patient sample, using the
RNase P primer and probe assay, is needed. This control is used to monitor adequate
amounts of RNA in the patient samples and its RNA quality. It also monitors adequate RNA
release from host cells present in the respiratory tract samples during the extraction step,
and monitors reagent failure and the efficiency of the 1-step RT-preamplification and real-
time PCR detection steps. This process control also monitors for presence in the sample of
PCR inhibition which may reduce amplification efficiency. This control is used to monitor the

14 Advanta Dx COVID-19 EASE Assay Instructions for Use
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Quality Controls

presence or absence of RNase P in each of the 3 external controls as well as each patient
sample on the 96-well plate.

Advanta Dx COVID-19 EASE Assay Instructions for Use 15



Prepare the Negative and Positive Controls

Prepare the Negative and Positive Controls

IMPORTANT: Prepare in the pre-PCR area of the facility.

1 Briefly vortex and briefly centrifuge the SARS-CoV-2 Neg Control (102-1830) and
SARS-CoV-2 Pos Control (102-1831) before use.

2 Prepare the negative control (NC):
a Add 198 pL of PCR Water (102-0369) to a new, 0.5 mL tube labeled NC.
b Add 22 pL of SARS-CoV-2 Neg Control to the NC tube.

¢ Vortex for 5 sec and briefly centrifuge to bring down contents. Store the
ice or in a cold block until ready to use.

3 Prepare the positive control (PC):
a Add 190.0 pL of PCR Water (102-0369) to a new 0.5 mL fub
b Add 22 pL of the SARS CoV-2 Neg Control to the PC tu
C tu

c Add 2.8 L of the SARS CoV-2 Pos Control to th

d Vortex for 5 sec and briefly centrifuge to bring do PC tube on

ice or in a cold block until ready to use.

Prepare the Extra d Extract RNA

WARNING POTENTIAL BIO RD. 8 sal precautions when handling
biological samples. &ri jon, the controls and samples should be

man Coulter, C63510) to extract RNA from
ording to the manufacturer’s recommendations. Aliquot the
, PC) and pipet PCR Water (NTC, 102-0369) as shown in Figure

NOTE

* When pipetting samples from the collection tubes to the processing plate for RNA
extraction, avoid debris that have collected at the bottom of the tube.

» Overages are not included in the RNAdvance Viral Reagent Kit Instructions for Use.
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PCR Water (102-0369)

200 L

L[,

NC, 200 pL
PC, 200 L

0

=1

FEEEE
mEEEE

EEEREENEN-
EEEEEEEN-

Prepare the Extraction Plate and Extract RNA

Controls

96-well plate
for processing

[ N1C
Il Controls (NC, PC)

B Samples (200 pL/well)

Figure 1. Control mixes and samples in the processing plate

to be used within 4 hr. Long-term storage is not recomme

Advanta Dx COVID-19 EASE Assay Instructions for Use

After transferring the eluted controls and samples to a new 96-wel
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Prepare the Binding Buffer/RNAsecure Mix

Prepare the Binding Buffer/RNAsecure Mix

IMPORTANT: Prepare in the pre-PCR area of the facility.

1 Prepare the binding buffer/RNAsecure mix in a new 2 mL tube, as shown in Table 1.

IMPORTANT: Advanta Dx Binding Buffer is viscous. Pipet slowly to ensure that the
required volume is transferred.

Table 1. Binding buffer/RNAsecure mix

Component Vol per IFC (uL)
Advanta Dx Binding Buffer (102-1463) 990
RNAsecure_ o 110
(Thermo Fisher Scientific, AM7005)

Total 1,100

2 Vortex the tube for 5 sec, then centrifuge to bring down ¢ otto he
tube.

3 Distribute 120 pL of binding buffer/RNAsecure mix i rip tube.

well of a new, labeled 96-well plate and ice 8 lock until ready to

Binding buffer/
RNAsecure mix

120 pliwell 9 uLj
pliwe Ne n

96-well
Sample Plate

RNAsecure mix pipetting map
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Prepare the Sample Mixes

Prepare the Sample Mixes

1 Thaw the frozen reagents and mixes on ice or in a cold block.
2 Centrifuge all reagents and mixes before use.

3 Briefly centrifuge the plate containing the eluted controls and samples for 5 sec to
bring down contents before removing the seal. Change gloves after removing the plate
seal.

4 Using an 8-channel pipette, transfer 9 pL of eluted controls and samples to ea
of the sample plate containing the binding buffer/RNAsecure mix (Figure 3)

9.0 uL eluted control or sample/well

vvvvvvvvvvvv

96-well plate for
controls and sampl

O NT1C

IMPORTANT: For IFC inlets th
with 9 pL of PCR-grade water.

5 Tightly seal the plate usi
Fisher Scientific, 43083
bring down cont

lear Adhesive Film for 96-well plates (Thermo
ortex and briefly centrifuge it for 5 sec to

e Applied Biosystems VeritiPro Thermal Cycler (Thermo
using the program in Table 2. This removes any secondary

of extracted RNA samples

Time

5 min
+4 °C 5 min
+4 °C Hold

7 Briefly centrifuge the sample plate for 20 sec to bring down all liquid to the bottom of
the plate.

8 Place heat-treated samples on ice or in a cold block until ready to use.

Advanta Dx COVID-19 EASE Assay Instructions for Use 19



Prepare the Reverse Transcription-Preamplification Mix

Prepare the Reverse Transcription-
Preamplification Mix

IMPORTANT: Prepare in the pre-PCR area of the facility.

1 Thaw Advanta Dx RT PA MM (102-1460) and keep on ice or in a cold block. Briefly
vortex and centrifuge the reagents before use.

2 In a DNA-free hood, combine the components shown in Table 3 in a new 0.5 mL ¢
to make the RT preamplification mix and place on ice or in a cold block.

Table 3. RT preamplification mix

Vol for
Component 1 IFC (pL)*
Advanta Dx RT PA MM (102-1460) 48.0

Advanta Dx Preamp Primer Pool v2 (102-1469) 104.0
Advanta Dx FLR (102-1457)
Total

* Includes overage

3 Cap the tube, vortex, and centrifuge the R

20 Advanta Dx COVID-19 EASE Assay Instructions for Use



Prepare the PCR Mixes

1 Prepare the PCR pre-mix:

a Combine the components in Table 4 in a new, labeled 0.5 mL tube.

Table 4. PCR pre-mix

Component

Advanta Dx PCR MM (102-1458)
Advanta Dx FLR (102-1457)
Advanta Dx PCR Water (102-0369)
Total

* Includes overage

Vol for
1 IFC (pL)*

57.6
5.8
51.8

115.2

b Cap the tube, vortex, and centrifuge the PCR pre-mix.

2 Prepare the PCR mixes as shown in Table 5:

a Prepare the N1 mix: Combine 21.6 pL of PC
nCoV_N1 Primer-Probe Mix (102-1466) in a new,
thoroughly and store on ice or in a cold blgck

nCoV_N2 Primer-Probe Mix (102-14
thoroughly and store on ice org4

c Prepare the RNase P mix:
P Primer-Probe Mix (102-1468) |
and store on ice or j old bloc

Table 5. PCR mixes

Component

Advanta Dx COVID-19 EASE Assay Instructions for Use

N1 Mix
21.6
2.4

24.0

Vol for 1 IFC (pL)*

N2 Mix
21.6

2.4

24.0

Prepare the PCR Mixes

RNase P Mix
43.2

4.8
48.0
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Prepare the Advanta Dx 96.16 IFC

Prepare the Advanta Dx 96.16 IFC

IMPORTANT: When injecting control line fluid:

« Follow the best practices for handling IFCs and control line fluid on page 11 of these
instructions.

¢ Only use Advanta Dx Control Line Fluid (102-0390). Each syringe contains 150 pL of
control line fluid.

1 Remove the Advanta Dx Control Line Fluid syringes (102-0390) from the packaging and
remove the Advanta Dx 96.16 IFC (102-1472) from the box and foil envelope.

IMPORTANT:
* Do not remove the waste sponge from around the IFC center (see Figure
* Do not evacuate air from the syringe prior to injecting control line fluigh{Step

Waste spong

h.

Figure 4. Waste sponge

2 Actuate the check valves:
a Place the IFC on a flat surface.

b Use a syringe witQ t place to actuate both check valves with gentle
pressure. Ens ove freely up and down (Figure 5).

Notched
corner

9’

Cap

i Check valve

Accumulator 1

Figure 5. Actuating the check valve in the top accumulator on the 96.16 IFC

3 Hold a syringe firmly in 1 hand with tip facing up and away from the IFC, pull back on
the plunger slightly to create negative pressure, and remove the shipping cap with the
other hand.

22 Advanta Dx COVID-19 EASE Assay Instructions for Use



Prepare the Advanta Dx 96.16 IFC

4 Holding the IFC at a 45° angle, insert the syringe tip into an accumulator (Figure 6).

IMPORTANT:

» Avoid bending the syringe tip. Be careful when removing the syringe cap to prevent
drips.

 Avoid getting control line fluid on the exterior of the IFC or in the inlets because this
makes the IFC unusable. If this occurs, use a new IFC.

5 Use the syringe tip to press down gently on the black O-ring to move it (Figure 6).
Visually confirm that the O-ring has moved.

6 Release the control line fluid:

a Press the syringe plunger to release the control line fluid into the accum®
maintaining the 45° angle to allow the fluid to flow away from the

control line fluid flows into the accumulator through the op
entire contents of the syringe.

c After fully depressing the plunger, wait approximately 5
syringe. Before removing the syringe from the accumul
line fluid and air are purged from the syringe to
IFC. Control line fluid or air remaining in the pipe

Syringe tip
Press down on the O-ring.
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Load and Run the 96.16 IFC

Load and Run the 96.16 IFC

For detailed instructions about using Juno, see the Juno System User Guide
(100-7070).

IMPORTANT:

« Vortex all PCR and sample mixes thoroughly, then centrifuge them at 3,000 x g for 1 min
at room temperature to bring down contents before removing the plate seals and
pipetting the mixes into the IFC inlets. Change gloves after removing the sample plate
seal. Failure to do so may result in compromised data.

» While pipetting, do not go past the first stop on the pipette. Doing so may introd
bubbles into inlets.

* Pipet reagents in the order shown to prevent reagents from wicking into the IF

1 Pipet 15 pL of Advanta Dx PF 2 (102-1462) in the 36 inlets (O) adja to each 8

shown in Figure 7.

PF 2 (102-1462) PF 2
15 pl/inlet 15 pl/inlet
| |
W 000 000 A
000 OO0
(o]o]e) OO0
000 [e]e]e
000 Q00|
L sle]e) ielele,
T T
PF 2 PF 2
15 ul/inlet 15 plfinlet

Figure 7. Pipetting map fi

wn in Figure 8: N1 and N2 each into 4 inlets on the left
n the right side of the IFC.

\, Y,

H— RNase P
mix

[\2}
N2 mix —H ©
(N2}

(© 06 6 6 06 6 06 0)

=
N

Figure 8. Pipetting map for PCR mixes
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Load and Run the 96.16 IFC

3 Pipet the buffers and RT preamplification mix into the IFC in the following order, as
shown in Figure 9.

a Distribute 70 pL of Advanta Dx Wash Buffer (102-1464) into each well of an 8-strip
tube, then use an 8-channel pipette to transfer 15 pL into 32 inlets (©).

b Distribute 70 pL of Advanta Dx EB1 (102-1465) into each well of an 8-strip tube,
then use an 8-channel pipette to transfer 15 pL into 32 inlets (@).

c Distribute 18 pL of RT preamplification mix from Table 3 into each well of an 8-strip
tube, then use an 8-channel pipette to transfer 4 pL into 32 inlets (" ).

3a. Wash buffer inlets
3b. EB1inlets
3c. RT preamplification mix inlets

]

F

0000000000000 00—

-
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Load and Run the 96.16 IFC

26

00000000

00000000

Controls
1
A {NTé
(@
C =,‘.PC‘ @
<@
@
.
Left inlets

00606060000-

Right inlets

96-well plate
containing
sample mixes,
columns 1-6

Right inlets

00

101012

@0

22)23)124
DD
343536

41182

46 47 48

5215

5859 60

D

707,72

@0

8283 84
@.

94,95 96

4)(5)l6

0@

16017 18

222329

28)129/130

34)(35) 36)

40/ 41142

16)(37)(43)

92)(53) (54,

5¢)(69) 60)

6465 66

70T 72)

7677178

826369

8889 90

54)(5)(%6)

Figure 11. Sample mix pipetting map for sample plate columns 7-12
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Load and Run the 96.16 IFC

7 Vortex the Advanta Dx Capture Beads (102-1470) vigorously for 5 sec to mix
immediately before use to ensure that the beads are fully suspended, then pipet 50 pL
into each of the top 2 reservoirs (R1 and R2, =), as shown in Figure 12.

IMPORTANT: Start the Advanta Dx Covid-19 EASE script on Juno within 20 min of
pipetting the beads.

NOTE Add the beads with the pipette tip held over, but not touching, the inlet hole.

Inlet hole Inlet hole

ﬁ' =)

<

seic tasc tto

IMPORTANT: Start the IFC run on Biomark HD within 1 hr of completing the Advanta
Dx Covid-19 EASE script.
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Thermal-Cycle and Collect Real-Time PCR Data

Thermal-Cycle and Collect Real-Time PCR Data

For detailed instructions about using the Data Collection software, see the
Biomark HD Data Collection User Guide (100-2451).

1 Remove the loaded IFC from Juno.

2 Use clear tape to remove any dust particles or debris from the surface of the IFC
center, if necessary. Ensure that the waste sponge stays in place (Figure 13).

G’ —)

IFC center

—————— 11— Waste sponge

.

Figure 13. Waste sponge

3 If necessary, double-click the Data Col desktop of the Biomark

HD computer to launch the software.

4 Click Start a New Run.

5 Confirm that the camera status indiS§@kor at t om of the window is green.

@ Camera Temperature: -5.0

6 Place the loaded
IFC with the A

on the instru y and align the notched Al corner on the
» tray (Figure 14). In the Data Collection software, click

Advanta Dx 96.16 IFC

Notched corner of IFC

Allabel on instrument tray

7 1In the Data Collection software, confirm the IFC barcode and IFC type and then click Next.

8 Complete the Chip Run section by selecting either a new or a pre-defined run.

NOTE To pre-define a run, see the Biomark HD Data Collection User Guide.

9 Complete the Chip Run Name and Location section:

a Enter a run name or select the checkbox to use the IFC barcode as the run name.
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Annotate the Real-Time PCR Data

b Select a file storage location for a new IFC run or browse to select a pre-defined run
file and click Next.

10 Complete the Application, Reference and Probes section and then click Next.

For Select

Application Gene Expression
Passive reference ROX™

Assay Single probe
Probes FAM-MGB

11 Browse to and select the thermal protocol: Advanta Dx Covid-19 EASE.

IMPORTANT: Make sure to select Advanta Dx Covid-19 EASE proto
description of the thermal protocol, see Appendix A.

12 Confirm that Auto Exposure is selected. Click Next.

13 Confirm that IFC run information is correct and click Start
approximately 35 min to complete.

14 After the run is complete, annotate your data using
software.

For detailed instr
-19 EASE Interpretive Software Quick
can either set up the Real-Time PCR

g using the Real-Time PCR Analysis software, check the software
sure that the Advanta Dx COVID-19 EASE Interpretive Software is being used
as the po command and the plate quality control (QC) results are being reported in
the output filS@ou can also change the default analysis settings, if desired.

1 Select Tools > Options.
2 Click Results Export in the Output section (Figure 15 on page 30).

3 Confirm that the Post Export Command is:
C:\Program Files (x86)\ Fluidigm\Advanta Dx COVID-19 EASE Interpretive
Software\AdvantaDxSC2.exe

4 Confirm that the Additional Arguments field contains -re.
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Annotate the Real-Time PCR Data

[¥] options X
Output E Results Export
:’3 Defauit Foider Chip Fun Folder v
Results Export
tg ] Export comments [[] Export Reagent Reference Count
o . [] Substitute "Flag” with "Fail" [ ] Mark user calls with prefix "m"
epor
Export Sample and Reagent Plate Infomation
Analysis Pa(i2 [C] Export Sample and Reagent Inlet to Plate Mapping
Analysis
i Use Post Export Command

Post Export Command
Command |C \Program Files (x86)\Fluidigm\Advanta Dx COVID-19 E| |3,

First argument is the export filename.

Additional  [1e
Arguments:

[A Prompt for confimation before execution

Figure 15. Results Export options
6):
kbox and select

It settings

5 (Optional) Click Analysis Parameters and change the de
a Select the Customize Default Baseline Corr
Linear.

b Select the Customize Default Ct T ckbox and select Auto

By Control (Global).

[¥] Options

OQutput 2
Ct Analysis Parameters

[& [ Customize Default Quality Threshold:  0.65
Results Export Customize Default Baseline Comection Method

E

Report Customize Default Ct Th

Analysis Par 2

Analysis
Parameters

uk Peak Senstivity: 7

Figure 1
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Annotate the Real-Time PCR Data

Annotate the Data

To annotate the real-time PCR data:
1 Double-click the Real-Time PCR Analysis icon (,# ') on the desktop to launch the
Real-Time PCR Analysis software.

2 Click 1/ (Open), then browse to and select the chiprun.bml file to open it in the
Real-Time PCR Analysis software.

3 Annotate the samples for the first analysis of a new IFC run (Figure 17):

In the Chip Explorer pane, click Sample Setup.
b In the Task pane, click New.
¢ For Container Type select Sample Inlets, then click OK. The P
displays AD 96.16 (102x) : Sample Inlets.
d Annotate the samples in one of the following ways:
o If the sample organization was recorded in the 96.1

copy the entire 6 x 16 grid containing the sample n
Sample Setup. Select Sample Name as the Data i

¢ Click Import to import the sample informati
comma separated values (CSV) file for

¢ In the Sample Setup pane, click samples in each plate
well-by-well.

IMPORTANT:

¢ Annotate no template contr i egative and positive controls

with type Unknown.
* Annotate all samples with type @known.
¢ Any empty sampl notated with type Blank.
e Controls must 3 NTC, NC, and PC, entered exactly as shown.

<J Editor

c2 a 4 C5 Cc6 ~
: @ Unk. [Type: @ Unk..[Type: @ Unk..[Type: @ Unk..[Type: @U
: Sample... |Name: Sample... (Name: Sample... (Name: Sample... [Name: Sam.
1 rConc: 1 rConc: 1 rConc: 1 rConc: 1
Refi: Refi: Ref.: Ref.:

Unk...[Type: @ Unk...[Type: Urk..[Type: @ Unk..[Type: @ U
:  Sample.. [Name: Sample.. |[Name: Sample.. [Name: Sample.. [Name: Samp
=] rConc: 1 rConc: 1 rconc: 1 rConc.: 1
Ref.: Ref.: Ref.: Ref.:

@ unk_ [Type: @ Unk|Type: @ Unk._[Type: @ Unk.|[Type: @ U
: Sample... |[Name:  Sample... (Name: Sample... [Name:  Sample... [Name:  Samg
1 r€onc: 1 rConc: 1 rConc: 1 rConc: 1

TNent wh N Ref.: Ref.: Ref.: Ref.:
lew]to create a sa

—imr e T @ Unk. [Typer @ Unk[Type: @ Uk [Type: @ Unk. [Type: @ U
Export : Sample... [Name: Sample.. [Name:  Sample... [Name:  Sample... Name:  Samg
19..24 1 rConc: 1 rConc: 1 rConc: 1 rConc.: 1
Pite Setngs 24 | Ref. Ref.: Ref.: Ref.: Ref.: Ref.:
[source AD 96.16 1020 : Sample Wiets_ |
Type: @ Unk. [Type: @ Unk. [Type: @ Unk_[Type: @ Unk.[Type: @@ Unk.|Type: @U
Narme: Name: PC Name: Sample.. |Name: Sample . [Name: Sample.. |Name: Sample.. |Name: Samg
25 3p|rCone: 1 rconc: 1 rconc: 1 rConc: 1 rConc: 1 rConc.: 1
Barcode o | pef.: Ref.: Ref.: Ref.: Ref.: Ref.:
Mapping
Type: @ Unk..[Type: @ Unk..[Type: @ Unk..[Type: @ Unk..[Type: @ Unk..[Type: @ U
Sample Contents Nome: Sample... [Name: Sample... [Name: Sample... |Name: Sample.. [Name: Sample... |Name:  Samg
— o rConc.: 1 rcone: 1 rconc: 1 rConc: 1 rConc: 1 rConc: 1
Reforence:  LPOX 3136 gt Ref.: Ref.: Ref.: Ref.: Ref.:
Crntents: - N e v
< > < >
Ready

Figure 17. Sample Setup pane
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Annotate the Real-Time PCR Data

4 Annotate the detectors (assays) for the first analysis of a new IFC run:

In the Chip Explorer pane, click Detector Setup.
In the Task pane, click New.

c For Container Type select SBS Plate, for Container Format select SBS96, then click
OK.

d 1In the Detector Setup pane, click Editor and annotate the assays:
« Detector Names: N1, N2, or RNase P.
« Type: RNase P assays are type Control. N1 and N2 assays are type Tes

IMPORTANT: The assay names N1, N2, and RNase P are case sensitj
must be entered exactly as shown.

NOTE After you annotate the assays for the first time, you can e
setup as a plate file (.plt) for reuse. To reuse the exported pla
instead of New in Step 4b, then select the detector setup pl

¥ Fluidigm Real-Time PCR Analysis

File Edit View Report Tools Help

el QocideciD ) S ogh
Chip Explorer
@ Chip Run Summary - 1020004023 & Editor | (W)
[5) Detais Views ~
@ Sanvle Setwp
P Decciorse |

Type @ Control
Detector Name - |[RNase P
S Fetarnce
Ta
¢
oo
{Import] to open an exsting plate
New Export
Plate Setting
Source AD 9.16 (102)
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Annotate the Real-Time PCR Data

6 Set the following Analysis Settings, then click Analyze to analyze the IFC run (Figure 19).

For Select

Quality Threshold 0.65

Baseline Correction Linear

Ct Threshold Method Auto By Control (Global)

¥ Fluidigm Real-Time PCR Analysis

File Edit View Report Tools Help
NN I RASE LE).2
Chip Explorer

#i_Chip Run Summary - 1020004023
] Dot vews |
W Sample Setup

Il Detector Setup

Task
Analyze
Click the Analyze button:
To analyze a chip run file for the first time or
-After analysis parameter is changed

Analysis Settings
qPCR

Analyze a chip run using one of the Ct threshold
methods below .

I you choose a Manual method. you can enterthe
desired Ct threshold(s)

Eea—

Baseline Comection: Linear ~

Ct Threshold Method: | Auto By Control (Global) v

Figure 19. Details Views

7 After analyzing the data, click k4
Dx SARS-CoV-2 RT-PCR Assay inte
the interpretation as a file.

xport) and use the Advanta
O interpret the Ct results and save

4 Fluidigm Real-Time PCR Analysis

assays (RNase P, N1, N2).

¢ Click (Expand/Collapse) in the secondary toolbar to expand the Normalized
Intensity and Amplification plots.

d Click Threshold to show the threshold line in the Amplification plot, then click Log
Graph to show more detail.

e Confirm that the Ct threshold needs to be adjusted by visually confirming that the
horizontal Ct Threshold line is in the baseline in the Amplification plot.
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Assay Results and Interpretation

f In the Analysis Settings pane, change the Ct Threshold Method to User (Global).

g In the Details Views pane, click Edit, then click and drag the threshold line so
that it falls above the background signal and within the exponential phase of the
fluorescence curves (Figure 21).

Ampbficasen

Ct threshold in the baseline in the Ct threshold adjusted manuall
Amplification plot

Figure 21. Adjusting the Ct threshold

Assay Results and In

All test controls are evaluated by the
controls meet their expected control
“Pass” in the interpretive software rep

\SE Interpretive Software. If the
£ indicate a Plate QC Result of

RNase P
N1 Result N2 Result Result

Control Type
Positive Control (PC) + + +
Negative Control (NC) - - +
No Template Control (NTC) - - -
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Assay Results and Interpretation

Examination and Interpretation of Patient Sample Results

Interpretation of Advanta Dx COVID-19 EASE Assay patient results should be performed after
the positive control, negative control, and no template control (NTC) results have been
determined to be acceptable. If any control fails to meet expected results on a given IFC, then
it invalidates all sample results (as indicated by a Plate QC Result of “Fail”). Such results are not
reportable.

A root cause investigation shall be completed prior to repeating the test. Upon elimination
of the root cause, a retest may be performed. If the NTC fails to meet expected contg
results, it is recommended that standard laboratory DNA decontamination proced
and/or additional training of test operators are performed. If the controls fail uf%
new kit is necessary before performing additional retests.

interpretation consists of the following steps:

1 Interpretation of all 4 assay replicates for each sample bas
and the “Ct Call”. The “Ct Call” is a sample QC pro
software that indicates the quality of the amplificati
sigmoid curve.

2 Interpretation for each assay target for g 4 replicate results.

Advanta Dx COVID-19 EASE Assay Instructions for Use 35



Assay Results and Interpretation

Sample Interpretation

Table 7. Sample Interpretation from assay N1, N2 and RNase P results.

NOTE + = Positive, — = Negative, ? = Inconclusive
N1 N2 RNase P Sample
Result Result Result Interpretation  Action

+ + + Positive

+ + - Positive

+ + ? Positive

N _ N Positive Report as positive for SARS-CoV-

Report result to public health au

+ ? + Positive

- + + Positive

? + + Positive

Negative

- - +

- - - No Template

- ? - Inconclusive

- + Inconclusive

? - Inconclusi

? ? Inconclu

? +

+ -

+ ?

- - Re-extract and Retest.

- ? If the result of the retest is No Template or

36

Inconclusive
Iaconclusive

conclusive
Inconclusive
Inconclusive
Inconclusive
Inconclusive
Inconclusive

Inconclusive

Inconclusive, obtain a new sample.
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Conditions of Authorizations for Labs

Conditions of Authorizations for Labs

Conditions of Authorization for the Advanta Dx COVID-19 EASE Assay! Letter of
Authorization, along with the authorized Fact Sheet for Healthcare Providers, the
authorized Fact Sheet for Patients, and authorized labeling are available on the FDA
website: https://www.fda.gov/medical-devices/coronavirus-disease-2019-covid-19-
emergency-use-authorizations-medical-devices/in-vitro-diagnostics-euas

However, to assist clinical laboratories using the Advanta Dx COVID-19 EASE Assay! t
relevant Conditions of Authorization are listed below:

A Authorized laboratories using this product! must include with test result rep
authorized Fact Sheets. Under exigent circumstances, other appropriat

authorized instruments, authorized extraction methods, au
types, authorized control materials, authorized other ancill
materials required to use this product are not permj

C Authorized laboratories that receive this product mus i ublic health
authorities of their intent to run this produ o

D Authorized laboratories using this prod c
test results to healthcare providers andjié i plth authorities, as
appropriate.

E Authorized laboratories must colle : ii®”performance of this product
and report to DMD/OHT7-0OIR/OPE i ail: CDRH-EUA-

occurrence of false positive or false
rom the established performance

fic. authorized distributors, and authorized laboratories using this
gust ensure that any records associated with this EUA are maintained until
gtified by FDA. Such records will be made available to FDA for inspection
upon request.

1 “This product” refers to the Advanta Dx COVID-19 EASE Assay. The letter of authorization refers to,
“Laboratories certified under the Clinical Laboratory Improvement Amendments of 1988 (CLIA), 42 U.S.C.
§263a, that meet requirements to perform high complexity tests” as “authorized laboratories.”
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Performance Evaluation

Performance Evaluation

Limit of Detection (LoD): Analytical Sensitivity

To determine the limit of detection (LoD) of the Advanta Dx COVID-19 EASE Assay, contrived
samples at known concentrations of viral genome were prepared using inactivated SARS-CoV-2
virus [Zeptometrix, Part Number NATSARS(COV2)-ERC] diluted in pooled negative
nasopharyngeal clinical matrix. Contrived samples were subsequently spiked into negative
nasopharyngeal clinical matrix in decreasing 2-fold serial dilutions to create samples
copies/uL, 1 copy/uL, 0.5 copies/pL, 0.25 copies/pL, 0.125 copies/pL, 0.063 copi
copies/|L, and 0.016 copies/uL to determine the preliminary LoD. Each replicaté
using the Beckman Coulter RNAdvance Viral Reagent Kit and tested using
COVID-19 EASE Assay. The results of the preliminary LoD range-findin
Table 8.

, 0.031
extracted

Table 8. Summary of preliminary detection in solution-based study res

Number of Number of
Copies/UL  Replicates Tested = Positive Replicates
2 3 30f3
1 3 30f3
0.5 3 30f3
0.25 6 6 of 6
0.125 6 6
0.063 3 10
0.031 3 2 of
0.016 3 3 ND 20.9 10.7 33%

* ND = Not detected

the Advan(Sgllx COVID-19 EASE Assay. The results of the final LoD determination study are
provided in

Table 9. Summary of final detection in solution-based study results

Mean Ct
Number of Number of Percentage
Copies/L  Replicates Tested = Positive Replicates N1 N1 N1 Positive
0.5 20 20 of 20 18.6 18.6 18.6 100%
0.25 20 20 of 20 18.9 18.9 18.9 100%
0.125 20 19 of 20 20.1 20.1 20.1 95%
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Performance Evaluation

The final LoD of the Advanta Dx COVID-19 EASE Assay was determined to be the lowest
concentration resulting in positive detection of at least 19 out of 20 replicates, and is
0.125 copies/}L.

Inclusivity (analytical reactivity)

An /n silico analysis was performed using the RADx ROSALIND DXM online tool
(https://radx.onramp.bio) to compare the assay primers and probes to all published
SARS-CoV-2 sequences in the GSAID database as of January 16th, 2022. The sequencg
used in the comparison are updated weekly from the GISAID Initiative by the ROSA
tool. Table 10 and Table 11 list the results of the /n silico analysis.

currently present in the majority of SARS-CoV-2 sequences in t
mismatch is at the 3™ basis of the 5’ end of the probe and is n
failure to detect the N1 target. However, due to the dugktarge@@esign of the ta Dx
COVID-19 EASE assay and based on the in-silico analys ibori
performance of the Advanta Dx COVID-19 EASE assay i

VOIs defined by the CDC and WHO.

Standard BioTools continuously moni i i uence variants of SARS-CoV-
2 and assessing sequence variations i

30-Day
Frequency
Total primer leng —
Total strains 12846 12846 —
100% 12774 11906 —
1mi 72 935 N1-Fwd: 2.3%
N1-Rev: 0.6%
N1-Probe: 7.3%
2 mismat 0 0 5 N1-Fwd: 0%
N1-Rev: 0%
N1-Probe:
0.04%
3 mismatches 0 0 0 —
>3 mismatches 0 0 0 —
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Performance Evaluation

Table 11: Number of US sequences with mismatches to the test’s N2 primers and probes from
December 20, 2021 to January 19, 2022

N2 N2
Forward Reverse N2 30-Day
(Fwd) Primer (Rev) Primer Probe Frequency

Total primer length (nt) 20 18 23 —
Total strains 12846 12846 12846 —
100% match 12736 12846 12794 —
1 mismatch 110 0 50 N2-Fwd: 0.9%
2 mismatches 0 0 2
3 mismatches 0 0

>3 mismatches

Cross-reactivity (analytical specifici

An /n silico analysis of the organisms listed in Table 12 wa

High priority organisms
from the same genetic family

Virus Bacteria
Human coronavirus 229E Chlamydia pneumoniae
Human coronavirus OC43 Haemophilus influenzae

Human coronavirus HKU1 Legionella pneumophila
Human coronavirus N
SARS-CoV-1

MERS-coronavirus

Mycobacterium tuberculosis

Enterovirus (e.g. EV68)
spiratory syncytial virus Streptococcus pyogenes

Streptococcus pneumoniae

- inovirus Bordetella pertussis

Mycoplasma pneumonia
Candida albicans

Pseudomonas aeruginosa

Staphylococcus epidermis

Streptococcus salivarius

Microbial interference studies were not performed for this submission. BLAST analysis
demonstrated that for each bacterial, viral, or fungal organism sequence, with the
exception of SARS-CoV-1 isolates, no Advanta Dx COVID-19 EASE primers/probe set
aligned with >80% primer/probe set (N1, N2, or RNase P) homology for more than one
oligonucleotide component for any of the organisms evaluated. Amplification of these
organism is not anticipated because hybridization of both primers is required to produce an
amplicon, and the three assay components are necessary to generate a signal.
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Performance Evaluation

Endogenous/Exogenous Interference Substances Studies

The Advanta Dx COVID-19 EASE Assay uses conventional, well-established nucleic acid

extraction methods and interference from common endogenous substances is not expected.

Sample Stability

Samples have been demonstrated to be stable at +30 °C for up to 48 hr after collection
and prior to RNA extraction. For storage beyond 48 hr after collection and prior to RNA
extraction, store at —70°C or lower. Samples can be subjected to one freeze-thaw cy

shown in Table 13.

Table 13. Results of sample stability study at 48 hours

Test
samples

5X LoD
2X LoD
Negative
5X LoD
2X LoD
Negative
5X LoD
2X LoD

Negative

Advanta Dx

COVID-19 EASE

Assay

Test
Condition

+30 °C
+30 °C
+30 °C
-80 °C
-80 °C
-80 °C
+30 °C
+30 °C
+30 °C

Time
Point

24 hours
24 hours
24 hours
24 hours
24 hours
24 hours
48 hours
48 hours
48 hours

Positive (#)

Inconclusive

(#)

Negative (#)
Total (#)

Positive Percent Agreement

(PPA)

for clinical samples

Acceptance Number of
Criteria Positives Detect

100% Positive
= 95% Positive
100% Negative
100% Positive
> 95% Positive

100% Ng

Pass

10 (100%) Pass

Suspected of COVID-19

EUA Comparator
Positive Negative Total
(#) Inconclusive (#) (#) (#)
35 0 2 37
0 0 0 0
1 0 40 41
36 0 42 78

97.2% (95% CI: 85.8% to 99.5%)
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Appendix A: Biomark HD Thermal Cycler Protocol

EUA Comparator
Positive Negative Total
(#) Inconclusive (#) (#) (#)
Negative Percent Agreement 95.2% (95% CI: 84.2% to 98.7%)

(NPA)

Appendix A: Biomark HD Thermal Cycler Protocol

Advanta Dx Covid-19 EASE thermal cycling parameters

Temperature Time Cycles Description
+95 °C 60 sec 1 Hot start

+96 °C 5 sec Denaturation Q
35 PCR i

+60 °C 20 sec Annealing

Appendix B: Related Documen @

Go to fluidigm.com to download these related documen

Title Document Number
Juno System User Guide 100-7070
Biomark HD Data Collection User Guide 100-2451
Real-Time PCR Analysis Software User Guide 68000088
Advanta Dx COVID-19 EASE Interpretive QBLIick Referenaluide FLDM-00683
Appendix C:

Symbol Indicates

E]Il Consult Instructions for Use
A Caution

Batch code CONTROLI- Negative control

Catalog number CONTROL|+ Positive control
SN , +30°C ) )
Manufacturer’s Indicates ambient
serial number . temperature
—15°C
IVD In vitro diagnostic

) ) Indicates frozen temperature
medical device 25 C
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Appendix C: Symbols

o +8°C
/'\(;\ Indicates refrigerated

temperature

Biological risks
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STANDARD FLDM-00683 Rev 01
BIOTOOLS INC. QUICK REFERENCE GUIDE

Advanta Dx COVID-19 EASE
Interpretive Software

For In Vitro Diagnostic Use | For Use with the Advanta Dx CO
Assay Under Emergency Use Authorization Only | Rx Only

«  This product has not been FDA cleared or approved, but hg@lbeen au

complexity tests.

«  This product has been authorized only f i acid from SARS-CoV-2,
not for any other viruses or pathogens.

« The emergency use of this produ he duration of the
declaration that circumstances exis orization of emergency use of in
vitro diagnostics for detggti iagnosis of COVID-19 under Section 564(b)(1)
of the Federal Food, Act, 21 U.S.C. § 360bbb-3(b)(1), unless the

declaration is ter iOBs revoked sooner.

2 Appendix A: Run the Advanta Dx COVID-19 EASE
5 Interpretive Software from a Command Line 9
] ) Appendix B: Reporting Ct Values 10
Softwarc@ll Input File Requirements 2
Revision History 11
Install the ACY@ila Dx COVID-19 EASE Interpretive
Software 2
Use the Advanta Dx COVID-19 EASE Interpretive
Software 3
Interpretation 5
Specifications 5
Interpretation of Control Results 5
Interpretation of Patient Specimen Results 6
Output File Format 7

IVD




About the Software

The Advanta Dx COVID-19 EASE Interpretive Software is a command-line software tool used
to interpret real-time PCR data generated by Biomark HD and the Real-Time PCR Analysis
software. The Advanta Dx COVID-19 EASE Interpretive Software is for use only with Table
Results exported from the Real-Time PCR Analysis software v4.8.1. The Advanta Dx COVID-
19 EASE Interpretive Software can either be initiated within the Real-Time PCR Analysis
software as a post export command or run separately from a command line.

The Detector Setup must be annotated in the Real-Time PCR Analysis software using t
names N1, N2, RNase P. The Advanta Dx COVID-19 EASE Interpretive Software
those 3 assays to interpret results.

Computer Requirements

The minimum computer requirements for running the Advanta Dx C -1

Interpretive Software are:
«  Operating system: Microsoft® Windows® 10 (32- or 64-bi
«  CPU: Intel® Core™ i5 or later
+ Memory: 4 GB of RAM

for use only in installing or uninstalling the software. Double-clicking the icon does not run
the software. You can delete the setup application after the software is installed.

You can either set up the Real-Time PCR Analysis software to export data directly through
the Advanta Dx COVID-19 EASE Interpretive Software or you can run the Advanta Dx
COVID-19 EASE Interpretive Software from a command line to interpret the Ct results and
save the interpretation as a CSV file.

2 Advanta Dx COVID-19 EASE Interpretive Software Quick Reference Guide
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Use the Advanta Dx COVID-19 EASE Interpretive
Software

DE:I Before using the Advanta Dx COVID-19 EASE Interpretive Software, annotate
the real-time PCR data as described in the Advanta Dx COVID-19 Assay
Instructions for Use (FLDM-00675).

Run the Advanta Dx COVID-19 EASE Interpretive Software from the Real-Time PCR
Analysis Software. The Advanta Dx COVID-19 EASE interpretive software can also be
from a command line (see Appendix A for instructions).

1 Set up the post export command in the Real-Time PCR Analysis software:

c (Optional) Specify a default folder for the exported res

to:
C:\Program Files\Fluidigm\Advanta

to display a message when the Advanta Dx
ncounters an error.

Advanta Dx COVID-19 EASE Interpretive Software Quick Reference Guide



&

Report
Analysis Pai &
Analysis
Parameters

|¥] Options
Output 3 Resuits Export
q Default Folder Chip Run Folder ~
Results Export
[] Export comments ] Export Reagent Reference Count

[ Substitute "FAag” with "Fail" [] Mark user calls with prefix "'m"

Export Sample and Reagent Plate Information
[] Export Sample and Reagent Inlet to Plate Mapping

Use Post Export Command
Post Export Command

First argument is the export filename.

Command: |C'\ngram Files (x86)\Fuidigm\Advanta Dx COVID-19E| &

Additional [
Arguments:

[4] Prompt for confimation before execution.

Figure 1. Results Export options
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Interpretation

[E For more information about the interpretation of results, see the Advanta Dx
COVID-19 EASE Assay Instructions for Use (FLDM-00675).
Specifications

+  Maximum positive Ct: A Ct of 32 is the maximum value allowed to call a reaction positive.

»  Number of positives:  Requires 2 or more positive replicate reactions to call an
positive.

« Interpretive assays: Must be named N1, N2, RNase P.
N1 and N2 must be of type Test.
RNase P assay must be of type Control.

+  Test samples: Must be of type Unknown.

«  Control samples: Must be named PC, NC, NTC.
No template control must be of ty

«  Empty samples:
e Quality Threshold:
« Baseline Correction:

«  Ct Threshold Method:

N2 RNase P

Result Result Control Result
+ + Pass
- + Pass

- - Pass

Advanta Dx COVID-19 EASE Interpretive Software Quick Reference Guide



Interpretation of Patient Specimen Results

NOTE The IFC QC results that are reported in the interpretive software do not modify the
interpretations. If any control on the IFC fails, patient results are not reportable.

NOTE + = Positive, — = Negative, ? = Inconclusive
Sample
N1 Result N2 Result RNase P Result Interpretation Action
+ + + Positive Report as positive
+ + _ Positive for SARS-CoV-2.
+ + ? Positive
+ - + Positive
+ ? + Positive
- + + Positive
? + + Positive
—_ —_ + i

_ 5 |
If the result of the
) ' retest repeats
i R as No Template or
’ ? concllisive as Iryconcluswe,
. obtain a new
: * conclusive specimen.
’ — nconclusive
- ? - Inconclusive

Inconclusive
Inconclusive
Inconclusive
Inconclusive
Inconclusive
Inconclusive
Inconclusive

Inconclusive
Inconclusive
Inconclusive

+ + o+

Inconclusive
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Output File Format

The interpretive output file format is a comma-separated values (.csv) file with the following

information:
Line 1:

Line 2:

Line 3:

Line 4:

Line 5:
Lines 6-8:
Line 9:

Line 10:

Lines 11-13:

Line 15:
Line 16:

Lines 17-22:

Line 24:
Line 2

Lines 26— :

File format name

IFC barcode

Biomark scan date and time

Biomark system ID

Real-Time PCR Analysis software version
Analysis parameters used by the Real-Time PCR Analysis softw
Advanta Dx COVID-19 EASE Interpretive Software version
Assay names

Positive parameters used by the Advanta Dx COVID-

re

(Headers)

«  Control Name: Name of the control
(in the Real-Tjme PC

« IFC Inlet Location:
- Plate Name:

« Plate Barcode:

» Plate Position:

« NI:
« N2:
« RNase P:

Name entered in the Sample Setup
(in the Real-Time PCR Analysis software)

IFC Inlet Location: Sample inlet ID (IFC inlet map)

Plate Name: Name of the sample plate
Plate Barcode: Barcode of the sample plate
- Plate Position: Position of the sample in the plate
« Ni: N1 assay result
N2 N2 assay result
* RNase P: RNase P assay result
« Interpretation: Interpretation according to the assay results.

» Plate QC Result: Quality control results for the plate
Results for each sample

Advanta Dx COVID-19 EASE Interpretive Software Quick Reference Guide



Example of a Successful Output File

A B T D E

1 |Advanta Dx COVID-19 EASE Interpretive Software Output
2 |IFCBarcode 1020004023
3 |Biomark Scan Date and Time 7/20/2021 16:42
4 |Biomark System ID BIOMARKHD342
5 |Real-Time PCR Analysis Software Versic4.8.1
6 |Quality Threshold 0.65
7 |Baseline Correction Method Linear
8 |Ct Threshold Method Auto By Control (Global)

Advanta Dx COVID-13 EASE
9 |Interpretive Software Version 1.0.0
10 |Assays N1 N2 RNase P
11 |[Maximum Detected Ct 32 32 32
12 |Number of Detected Assay Replicates 2 2 2
13 |Assay Detection Rules Defined Detected
14
15 |Controls
16 |Control Name IFCInlet Location Plate Name Plate Barcode Plate Position N1
17 |[NTC s01 NA NA NA -
18 [NC 513 NA NA NA -
19 |PC §25 NA NA NA +
20
21 |Samples

22 |Sample Name IFCInlet Location Plate Name Plate Barcode Plate Positior N1

23 [sample_14 503 NA NA NA -
24 |sample_06 502 NA NA NA +
25 [sample_62 509 NA NA NA -
26 |Sample_s4 508 NA NA NA
27 [sample_a6 507 NA NA NA
28 [Sample_15 515 NA NA NA
29 [sample_o07 s1a NA NA NA
30 [sample_63 sa1 NA NA NA

Example of an Output with a Failed Co

NOTE If any control fails, all rows in

A B
Advanta Dx COVID-19 EASE Interpretive Software Output
IFC Barcode
Biomark Scan Date and Time
Biomark System ID
Real-Time PCR Analysis Software
Quality Threshold
Baseline Correction Metho
Ct Threshold Method
Advanta Dx COVID-19
9 |Interpretive Software Ve

[ - R R R N

ntrol (Global)

10 Assays RMase P

11 Maximum Dg 32 32

12 2 2

13

14

15

16 Plate Name Plate Barcode Plate Position N1
17 NA MNA NA -
18 NA NA MNA -
19 NA NA MNA +

Samples

22 |Sample Name IFC Inlet Location Plate Name Plate Barcode Plate Position N1

23 Sample_14 503 NA NA MNA -
24 |Sample_06 502 NA NA NA +
25 Sample_62 509 NA MNA NA -
26 |Sample_54 508 NA NA NA -
27 Sample_46 507 NA NA MNA

28 Sample_15 515 MNA MNA MNA +
29 |Sample_07 514 NA NA NA +
30 |Sample_63 521 NA NA MNA -

8 Advanta Dx COVID-19 EASE Interpretive Software Quick Reference Guide

Positive
Negative

n are marked Fail.

N2 RNase P Result
Pass
Pass
+ - Fail

N2 RMase P
Positive
Positive
Negative
Positive
Positive
Positive
Positive
Negative

+ -

+ o+ o+ o+
+ ok

Pass
Pass
Pass
Pass

Interpretation Plate QC Result

Fail
Fail
Fail
Fail
Fail
Fail
Fail
Fail



Example of an Error

A B C D
1 Advanta Dx COVID-19 EASE Interpretive Software Output
2 |IFC Barcode 1020004023
3 Biomark Scan Date and Time 7/20/2021 16:42
4 | Biomark System ID BIOMARKHDS542
5 Real-Time PCR Analysis Software Version 4.8.1
6 Quality Threshold 0.65
7 |Baseline Correction Method Linear
8 Ct Threshold Method Auto By Control (Global)
9 Advanta Dx COVID-19 EASE Interpretive Software Version 1.0.0
10 |Assays N1 N2 RNase P
11 |Maximum Detected Ct 32 32 32
12 Number of Detected Assay Replicates 2 2 2

w

Assay Detection Rules Defined Detected

S

Errors

@

The input data file contains incompatible assay names Rnasep

Appendix A: Run the Advanta D- ASE

Interpretive Software from_a ine

results and

Prompt.

3 In the Command Prompt wind
C:

dvanta Dx COVID-19 EASE Interpretive Software:
nta Dx COVID-19 EASE Interpretive Software"

and saves It to the output .csv filename. Include the directory information
ering the filename.

> If the output filename is not specified, the input file will be overwritten
with the interpretive results.

NOTE To display the name, version, and build number for the Advanta Dx COVID-19
EASE Interpretive Software, enter: Advantabxsc2 -nvb

Advanta Dx COVID-19 EASE Interpretive Software Quick Reference Guide



Appendix B: Reporting Ct Values

You can configure the Advanta Dx COVID-19 EASE Interpretive Software to include the
Ct values in the output file for detected assay replicates by entering -ct in the Additional
Arguments field or at the end of the command line.

NOTE If you are entering -ct after -re, separate the 2 arguments with a space (-re -ct).

In the output file, the control Ct values appear after the Results column and the sample
Ct values appear after the Plate QC Results column, with the following headings:

* N1 # of Detected: Number of detected N1 assay replicates

* N2 # of Detected: Number of detected N2 assay replicates

* RNase P # of Detected: Number of detected RNase P assay replicates
- NiCt Average Ct value for the detected N1 assay
- N2Ct Average Ct value for the detected N2 as

* RNase P Ct: Average Ct value for the detected RN

NOTE The Ct values are only reported for positive results.
(NA).

Example of a Successful Output File with exported

A 8 c D 3
Advanta Dx COVID-19 EASE Interpretive Software Output

IFC Barcode 1020004023
Biomark Scan Date and Time 7/20/2021 16:42
Biomark System ID BIOMARKHDS542
Real-Time PCR Analysis Software Version  4.8.1

Quality Threshold 0.65
Advanta Dx COVID-19 EASE Interpretive Software Output

IFC Barcode 1020004023
Biomark Scan Date and Time 7/20/2021 16:42

3

o o B W o

10 | Biomark System ID BIOMARKHDS542
11 |Real-Time PCR Analysis Software Version 4.8.1
12 |Quality Threshold

13 | Baseline Correction Method Linear

14 | Ct Threshold Methad (Global)
Advanta Dx COVID-19 EASE Interpretive

15 |Software Version

16 |Assays

17 | Maximum Detected Ct

18 | Number of Detected Assay Replicates

19 | Assay Detection Rules

20

21 |controls

N1#of N2#of Passed RNase P #of RNase P

Plate Passed Assay Assay Passed Assay  N1Average  N2Average Average

22 Control Name Barcgy i N1 N2  RNaseP Result i i i Passed Ct PassedCt  Passed Ct

23 |NTC - Pass 0 o 0 999 599 999

24 |NC - + Pass 0 0 8 999 999 815

25 pC + + + Pass 4 a 8 18.93 19.42 8.19

NL#ofPassed N2#ofPassed RNaseP #of RNase P
PlateQc  Assay Assay Ppassed Assay NlAverage N2Average Average
Nase P Interpretation Result i li | Passed Ct Passed Ct Passed Ct

Positive Pass 999 20.55 18.08
19.1 19.29 18.47
999 999 17.55
20.85 17.57
599 208 16
17.85 18.88 19.8
19.4 18.76 18.22

Plate
Barcode Position N1 N2

Plate

R
+
+ Positive Pass
31 |sample_62 NA NA - - + Negative Pass
32 |Sample 54 +
33 |Sample_46 +
34 sample_15 +
35 sampls_07 +

Positive Pass
Positive Pass
Positive Pass
Positive Pass

pRpOoOOO RO
ISEFNFSIEIFENEN
0 ® 0w e w

vl

8

v}
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Instrument Qualification Method
(IQM) Protocol
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Rx Only

For use under Emergency Use Auth
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Biomark™ HD System
With Biomark Data Collection software v4.8

and Real Time PCR Analysis software v4.8. Serial Number:

Juno™ System

With Juno system software v3.15.1 Serial Number:

Company Nam

Work Order Number:
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1 Warnings

A. This product has not been FDA cleared or approved, but has been authorized for emergency
use by FDA under an EUA for use by authorized laboratories; use by laboratories certified under
the Clinical Laboratory Improvement Amendments of 1988 (CLIA), 42 U.S.C § 263a, and meet
requirements to perform high-complexity tests.

B. This product has been authorized only for the detection of nucleic acid from SARS-CoV-2, not
for any other viruses or pathogens.

C. The emergency use of this product is only authorized for the duration of the declaration that
circumstances exist justifying the authorization of emergency use of in vitro digmmestics for

revoked sooner.

2 Using this Protocol

A. Use this IQM Protocol to verify the performance of thej@omar combination with
the Juno™ System and the Advanta™ Dx COVID-19 EA at the criteria for

B. Documents including test results generated durin this protocol must be
attached as objective evidence.

C. Record exceptions and resolutions i

ine whether this IQM meets their
omer is responsible for performing such

A. Approve the use of this protocol prior to its execution.

B. Sign and date the Instrument Qualification Method (IQM) Final Approval section upon completion
of this protocol.

Advanta Dx COVID-19 EASE Assay Instrument Qualification Method (IQM) Protocol 3



4 Customer Protocol Approval

The Instrument Qualification Method (IQM) Protocol is understood by the customer and is approved
to be performed.

Authorized Customer Name and Signature Date:

5 Required Materials and Equipment

NOTE See the Advanta Dx COVID-19 EASE Assay Instructions for Use (FLI
materials and equipment.

Component Part Number

Advanta™ Dx COVID-19 EASE Assay—2 IFCs 102-183

6 Procedure

trol and Negative Control to

This procedure is intended to follow the IFU while usi
i x COVID-19 EASE Interpretive

assess assay performance as interpreted
Software v1.0.0 (102-2034).

NOTE Prior to beginning this procedurd mables used adhere to the materials list
ctions for Use (FLDM-00675).

NOTE Perform the following steps i Ical Safety Cabinet.

ghly with DNA destroying surface decontaminants then

. Add 22 pL of SARS CoV-2 Neg Control to each NC tube.

ortex each tube for 5 sec and pulse centrifuge to bring down contents. Store the NC
tubes on ice or in a cold block until ready to use.

4 Prepare 21 positive control (PC) tubes:

a. Add 190 pL of PCR water (102-0369) to each new, 0.5 mL tube labeled PC 1 through
PC 21.

b. Add 22 pL of the SARS CoV-2 Neg Control to each PC tube.

4 Advanta Dx COVID-19 EASE Assay Instrument Qualification Method (IQM) Protocol



c. Add 8.0 pL of the SARS CoV-2 Pos Control to each PC tube.

d. Vortex each tube for 5 sec and pulse centrifuge to bring down contents. Store the PC
tubes on ice or in a cold block until ready to use.

NOTE NC 1and PC 1 will be used as controls in the IQM run. All others will be used as test samples.

5 Process 10 replicates of NC and 20 replicates of PC following the Advanta™ Dx COVID-19
EASE Assay Instructions for Use, beginning with the “Prepare the Extraction Plate and
Extract RNA” section.

7 Results of Protocol Execution

Parameter Specification

Results for NTC, NC 1and
PC 1 (controls) meet

Run validi
un validity expected control results

O Fail

10 /10 replicates ] Pass

re negative

Negative Test Samples
(NC 2 through NC 11)

[] <10 replicates are L] Fail
negative

L] > 19 replicates are L] Pass
positive

1 <19 replicates are U] Fail
positive

Advanta Dx COVID-19 EASE Assay Instrument Qualification Method (IQM) Protocol 5



8 Instrument Labeling

Following successful completion of this protocol and meeting the specifications in section 7, apply
the label below to each Standard BioTools instrument (Biomark HD and Juno) included in the
execution of this Instrument Qualification Method.

Emergency Use Authorization
Only

This instrument is authorized for
use with the Advanta™ Dx
COVID-19 EASE Assay

9 Final Approval

| certify the results obtained from the execution of this Instrument lification ¥ valid and
demonstrate acceptable performance of the Standard BioTool uments for
use with the Advanta Dx COVID-19 EASE Assay.

FAS Name and Signature

Customer Acceptance

The results from the execution of this p accepted as objective evidence that the
system tested meets the intended ents for the Advanta Dx COVID-19 EASE
Assay and the laboratory may use ¢ esearch Use Only instruments tested in this

Authorized Cus Date:

6 Advanta Dx COVID-19 EASE Assay Instrument Qualification Method (IQM) Protocol
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STANDARD FLDM-00773 Rev 02

BIOTOOLS INC. PRODUCT INFORMATION

Instruments and Software Used
with the Advanta Dx COVID-19
EASE Assay

For In Vitro Diagnostic Use | For Use with the Advanta Dx CQ
19 EASE Assay Under Emergency Use Authorization Only |

The following Standard BioTools™ instruments and software were valida
Advanta™ Dx COVID-19 EASE Assay and are therefore acceptable to
COVID-19.

g for

Product Name Part Number
Biomark™ HD system BMKHD-BMKHD
Biomark Data Collection software v4.8.1 102-1890

Juno™ with system software v3.15.1 102-1889
Real-Time PCR Analysis software v4.8.1

Warnings:

«  This product has not been FDA cleared as been authorized for
emergency use by FDA under an d laboratories; use by
laboratories certified under the Cli : gvement Amendments of 1988
(CLIA), 42 U.S.C § 263a, and meet i &@perform high-complexity tests.

r the detection of nucleic acid from SARS-CoV-2,

Revision
02 Updated company name and branding.
01 02/2022 Initial release.

wl

For technical support visit fluidigm.com/tech-support.

North America +1 650 266 6100 | Toll-free (US/CAN): 866 358 4354 | techsupport@fluidigm.com Latin America +1 650 266 6100 | techsupportlatam@fluidigm.com
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@ The Advanta™ Dx COVID-19 EASE Assay is:
IVD, Rx Only, For use under the Emergency Use Authori

1 Please contact techsupport@fluidigm.com if re
of the complete instructions free of charge,
2 This is not the complete instructions. All
be found at fluidigm.com/covid-19-EASE.
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[bookmark: _Toc382834209][bookmark: _Toc382835157][bookmark: _Toc385836121]Advanta Dx COVID-19 EASE Assay Instrument Qualification Method (IQM) Protocol



For in vitro diagnostic use

Rx Only

For use under Emergency Use Authorization (EUA) only





		Instrument

		Serial Number



		Biomark™ HD System

With Biomark Data Collection software v4.8.1

and Real Time PCR Analysis software v4.8.1

		Serial Number: _______________



		Juno™ System

With Juno system software v3.15.1

		Serial Number: _______________



		

		



		Company Name:  ________________________________________________________   



		Date of IQM Execution: ________________________  Work Order Number: __________



		Test performed by FAS (Print):  ___________________________   FAS Initials:  ________



		FAS Signature:  __________________________________________________________
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1 [bookmark: _Toc64979683][bookmark: _Toc64979684][bookmark: _Toc64979685][bookmark: _Toc64979686][bookmark: _Toc64979687][bookmark: _Toc64979688]Warnings

A. [bookmark: _Toc64979689]This product has not been FDA cleared or approved, but has been authorized for emergency use by FDA under an EUA for use by authorized laboratories; use by laboratories certified under the Clinical Laboratory Improvement Amendments of 1988 (CLIA), 42 U.S.C § 263a, and meet requirements to perform high-complexity tests. 

B. This product has been authorized only for the detection of nucleic acid from SARS-CoV-2, not for any other viruses or pathogens. 

C. The emergency use of this product is only authorized for the duration of the declaration that circumstances exist justifying the authorization of emergency use of in vitro diagnostics for detection and/or diagnosis of COVID-19 under Section 564(b)(1) of the Federal Food, Drug, and Cosmetic Act, 21 U.S.C. § 360bbb-3(b)(1), unless the declaration is terminated, or authorization is revoked sooner.

2 Using this Protocol

A. Use this IQM Protocol to verify the performance of the Biomark™ HD system in combination with the Juno™ System and the Advanta™ Dx COVID-19 EASE Assay to ensure that the criteria for acceptance in this procedure are met prior to use for diagnostic purposes.

B. Documents including test results generated during the execution of this protocol must be attached as objective evidence. 

C. Record exceptions and resolutions in the exceptions section.

D. Only the authorized customer can adequately determine whether this IQM meets their company’s regulatory requirements. As such, the customer is responsible for performing such assessment. Standard BioTools makes no claims that this IQM Protocol satisfies any requirement of any governing, regulating, or tracking body, including the United States Food and Drug Administration (FDA).

3 [bookmark: _Toc43827905][bookmark: _Toc43827979][bookmark: _Toc43829969][bookmark: _Toc43838020][bookmark: _Toc43897381][bookmark: _Toc43908708][bookmark: _Toc43827906][bookmark: _Toc43827980][bookmark: _Toc43829970][bookmark: _Toc43838021][bookmark: _Toc43897382][bookmark: _Toc43908709][bookmark: _Toc43827907][bookmark: _Toc43827981][bookmark: _Toc43829971][bookmark: _Toc43838022][bookmark: _Toc43897383][bookmark: _Toc43908710][bookmark: _Toc64979690]Roles

Standard BioTools Field Application Specialist (FAS)

A. Maintain records of the protocol execution by making comments in appropriate sections.

B. Record each exception and provide description of each resolution.

C. Sign and date the Instrument Qualification Method (IQM) Final Approval section upon completion of this protocol.

Authorized Customer

A. Approve the use of this protocol prior to its execution.

B. Sign and date the Instrument Qualification Method (IQM) Final Approval section upon completion of this protocol.




4 [bookmark: _Toc64979691]Customer Protocol Approval 

The Instrument Qualification Method (IQM) Protocol is understood by the customer and is approved to be performed.

		_______________________________________________________

Authorized Customer Name and Signature

		____________________

Date:





5 [bookmark: _Toc43827910][bookmark: _Toc43827984][bookmark: _Toc43829974][bookmark: _Toc43838025][bookmark: _Toc43897386][bookmark: _Toc43908713][bookmark: _Toc43827911][bookmark: _Toc43827985][bookmark: _Toc43829975][bookmark: _Toc43838026][bookmark: _Toc43897387][bookmark: _Toc43908714][bookmark: _Toc64979692][bookmark: _Toc64979693]Required Materials and Equipment

See the Advanta Dx COVID-19 EASE Assay Instructions for Use (FLDM-00675) for required materials and equipment. 

		Component

		Part Number

		Quantity Required



		Advanta™ Dx COVID-19 EASE Assay—2 IFCs

		102-1839

		1 Kit





6 [bookmark: _Toc43827914][bookmark: _Toc43827988][bookmark: _Toc43829978][bookmark: _Toc43838029][bookmark: _Toc43897390][bookmark: _Toc43908717][bookmark: _Toc43827915][bookmark: _Toc43827989][bookmark: _Toc43829979][bookmark: _Toc43838030][bookmark: _Toc43897391][bookmark: _Toc43908718][bookmark: _Toc43827916][bookmark: _Toc43827990][bookmark: _Toc43829980][bookmark: _Toc43838031][bookmark: _Toc43897392][bookmark: _Toc43908719][bookmark: _Toc43827917][bookmark: _Toc43827991][bookmark: _Toc43829981][bookmark: _Toc43838032][bookmark: _Toc43897393][bookmark: _Toc43908720][bookmark: _Toc43827918][bookmark: _Toc43827992][bookmark: _Toc43829982][bookmark: _Toc43838033][bookmark: _Toc43897394][bookmark: _Toc43908721][bookmark: _Toc43827919][bookmark: _Toc43827993][bookmark: _Toc43829983][bookmark: _Toc43838034][bookmark: _Toc43897395][bookmark: _Toc43908722][bookmark: _Toc43827920][bookmark: _Toc43827994][bookmark: _Toc43829984][bookmark: _Toc43838035][bookmark: _Toc43897396][bookmark: _Toc43908723][bookmark: _Toc43827921][bookmark: _Toc43827995][bookmark: _Toc43829985][bookmark: _Toc43838036][bookmark: _Toc43897397][bookmark: _Toc43908724][bookmark: _Toc64979694][bookmark: _Hlk64436214]Procedure

This procedure is intended to follow the IFU while using the Positive Control and Negative Control to assess assay performance as interpreted using the Advanta Dx COVID-19 EASE Interpretive Software v1.0.0 (102-2034).

Prior to beginning this procedure, ensure all consumables used adhere to the materials list provided in the Advanta™ Dx COVID-19 EASE Assay Instructions for Use (FLDM-00675).

Perform the following steps in a Class II Biological Safety Cabinet.

1 Clean the area and pipettes thoroughly with DNA destroying surface decontaminants then change gloves.

2 Pulse vortex and briefly centrifuge the SARS CoV-2 Neg Control (102-1830) and SARS CoV-2 Pos Control (102-1831) before use.

3 Prepare 11 negative control (NC) tubes:

a. Add 198 µL of PCR Water (102-0369) to each new, 0.5 mL tube labeled NC 1 through NC 11.

b. Add 22 µL of SARS CoV-2 Neg Control to each NC tube.

c. Vortex each tube for 5 sec and pulse centrifuge to bring down contents. Store the NC tubes on ice or in a cold block until ready to use.

4 Prepare 21 positive control (PC) tubes:

a. Add 190 µL of PCR water (102-0369) to each new, 0.5 mL tube labeled PC 1 through PC 21. 

b. Add 22 µL of the SARS CoV-2 Neg Control to each PC tube.

c. Add 8.0 µL of the SARS CoV-2 Pos Control to each PC tube.

d. Vortex each tube for 5 sec and pulse centrifuge to bring down contents. Store the PC tubes on ice or in a cold block until ready to use.

NC 1 and PC 1 will be used as controls in the IQM run. All others will be used as test samples.



5 Process 10 replicates of NC and 20 replicates of PC following the Advanta™ Dx COVID-19 EASE Assay Instructions for Use, beginning with the “Prepare the Extraction Plate and Extract RNA” section.  

7 [bookmark: _Toc64979695][bookmark: _Ref82506607]Results of Protocol Execution

		Parameter

		Specification

		Results



		Run validity

		Results for NTC, NC 1 and PC 1 (controls) meet expected control results per the Instructions for Use

		☐ Controls Meet Expectations

		☐ Pass



		

		

		☐ Controls Do Not Meet Expectations

		☐ Fail



		Negative Test Samples (NC 2 through NC 11)

		All 10 replicates are negative based upon Interpretive Software result

		☐ 10 / 10 replicates are negative

		☐ Pass



		

		

		☐ < 10 replicates are negative

		☐ Fail



		Positive Test Samples (PC 2 through PC 21)

		At least 19 of 20 replicates are positive based upon Interpretive Software result

		☐ ≥ 19 replicates are positive

		☐ Pass



		

		

		☐ < 19 replicates are positive

		☐ Fail





The qualification passes if the results for each parameter in the table above pass. 

Exceptions:   ☐ No, line through the exceptions box below and initial/date   ☐ Yes, see below

		Exceptions:





8 [bookmark: _Toc64979696]Instrument Labeling

Following successful completion of this protocol and meeting the specifications in section 7, apply the label below to each Standard BioTools instrument (Biomark HD and Juno) included in the execution of this Instrument Qualification Method. 

Emergency Use Authorization Only

This instrument is authorized for use with the Advanta™ Dx COVID‑19 EASE Assay

9 [bookmark: _Toc64979697]Final Approval

I certify the results obtained from the execution of this Instrument Qualification Method are valid and demonstrate acceptable performance of the Standard BioTools Research Use Only instruments for use with the Advanta Dx COVID-19 EASE Assay.

		_______________________________________________________

FAS Name and Signature

		____________________

Date:





Customer Acceptance

The results from the execution of this protocol have been accepted as objective evidence that the system tested meets the intended performance requirements for the Advanta Dx COVID-19 EASE Assay and the laboratory may use Standard BioTools’ Research Use Only instruments tested in this qualification to report patient results while using the Advanta Dx COVID-19 EASE Assay.

		_______________________________________________________

Authorized Customer Name and Signature

		____________________

Date:










Revision History

		Rev

		Author

		CO Number

		Change Description



		02

		Jason Erickson

		CHG-007001

		Updated company name throughout document.



		01

		Jason Erickson

		CHG-006249

		Initial release
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Standard BioTools Corporation
2 Tower Place Suite 2000
South San Francisco, CA 94080





For technical support visit techsupport.fluidigm.com.

North America +1 650 266 6100 | Toll-free (US/CAN): 866 358 4354 | techsupport@fluidigm.com Latin America +1 650 266 6100 | techsupportlatam@fluidigm.com

Europe/Middle East/Africa/Russia +33 1 60 92 42 40 | eu.support@fluidigm.com China (excluding Hong Kong/Macau) +86 21 3255 8368 | techsupportchina@fluidigm.com

Japan +81 3 3662 2150 | techsupportjapan@fluidigm.com All other Asia-Pacific countries/India/Australia +1 650 266 6100 | techsupportasia@fluidigm.com

[bookmark: _Hlk23501909]For In Vitro Diagnostic Use. For Emergency Use Authorization Only. RX only. This product has not been FDA cleared or approved but has been authorized by FDA under an EUA for use by authorized laboratories. This product has been authorized only for the detection of nucleic acid from SARS-CoV-2, not for any other viruses or pathogens. The emergency use of this product is only authorized for the duration of the declaration that circumstances exist justifying the authorization of emergency use of in vitro diagnostics for detection and/or diagnosis of COVID-19 under Section 564(b)(1) of the Act, 21 U.S.C. § 360bbb-3(b)(1), unless the declaration is terminated, or authorization is revoked sooner.

[bookmark: _Hlk106007421][bookmark: _Hlk27484031]Information in this publication is subject to change without notice. Patent and license information: www.standardbiotools.com/legal/notices. Trademarks: Fluidigm, the Fluidigm logo, Standard BioTools, the Standard BioTools logo, Advanta, Biomark, and Juno are trademarks and/or registered trademarks of Standard BioTools Inc. or its affiliates in the United States and/or other countries. © 2022 Standard BioTools Inc. All rights reserved. 05/2022 





6			Advanta Dx COVID-19 EASE Assay Instrument Qualification Method (IQM) Protocol

	

image1.png

STANDARD
BIOTOOLS INC







image2.png









