Certificate of Analysis

SARS-CoV-2 (N+E) RNA Quant Standard:

Part No. Name Size
AM205A SARS-CoV-2 (N + E) RNA, 4 x 106 copies/pl 100yl

Instructions for use of this product can be found in the GoTag® Enviro
Wastewater SARS-CoV-2 Systems Technical Manual, #TM661, available online at:
www.promega.com/protocols/

Description: SARS-CoV-2 (N+E) RNA Quant Standard (Cat.# AM2050), is an RNA fragment encoding the nucleocapsid (N)
gene and the envelope (E) gene of SARS-CoV-2. The SARS-CoV-2 (N+E) RNA Quant Standard serves as a stable quantitation
standard and is supplied at 4 x 106 copies/pl for generating a standard curve in an RT-qPCR amplification.

Expiration Date: See the product label for the expiration date.
Storage Conditions: Store at —30°C to —10°C.
Usage Note: For maximum product activity, do not exceed 5 freeze-thaw cycles.

Quality Control Assay

This lot passes the following quality control specifications:

Functional Assay: Replicate amplifications of SARS-CoV-2 (N+E) RNA in amounts from 2 x 105 to 20 copies per reaction
must yield a standard curve with a slope of —3.3 + 0.3 and r2 > 0.990.
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PRODUCT USE LIMITATIONS, WARRANTY DISCLAIMER

Promega manufactures products for a number of
intended uses. Please refer to the product label for the
intended use statements for specific products.
Promega products contain chemicals which may be
harmful if misused. Due care should be exercised with
all Promega products to prevent direct human contact.

Each Promega product is shipped with documentation
stating specifications and other technical information.
Promega products are warranted to meet or exceed the
stated specifications. Promega's sole obligation and the
customer's sole remedy is limited to replacement of
products free of charge in the event products fail to
perform as warranted. Promega makes no other war-
ranty of any kind whatsoever, and SPECIFICALLY DIS-
CLAIMS AND EXCLUDES ALL OTHER WARRANTIES
OF ANY KIND OR NATURE WHATSOEVER, DIRECTLY
OR INDIRECTLY, EXPRESS OR IMPLIED, INCLUDING,
WITHOUT LIMITATION, AS TO THE SUITABILITY,
PRODUCTIVITY, DURABILITY, FITNESS FOR A PAR-
TICULAR PURPOSE OR USE, MERCHANTABILITY,
CONDITION, OR ANY OTHER MATTER WITH
RESPECT TO PROMEGA PRODUCTS. In no event shall
Promega be liable for claims for any other damages,
whether direct, incidental, foreseeable, consequential,
or special (including but not limited to loss of use, rev-
enue or profit), whether based upon warranty, contract,
tort (including negligence) or strict liability arising in
connection with the sale or the failure of Promega prod-
ucts to perform in accordance with the stated specifica-
tions.

© 2021 Promega Corporation. All Rights Reserved

GoTagq is a registered trademark of Promega
Corporation.

Products may be covered by pending or issued
patents or may have certain limitations. Please visit
our Web site for more information.

All prices and specifications are subject to change
without prior notice.

Product claims are subject to change. Please contact
Promega Technical Services or access the Promega
online catalog for the most up-to-date information on
Promega products.
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Usage Information

1. Preparing Standard RNA Dilutions for SARS-CoV-2
RT-qPCR Quantitation

To avoid contamination of samples with external sources of PCR templates,

perform all steps with aerosol-resistant pipette tips. We recommend using low DNA
binding tubes. We do not recommend storing diluted RNA. Always prepare fresh serial
dilutions.

Materials to Be Supplied by the User

e nuclease-free, low-retention, gPCR-compatible reaction tubes or plates
0.5ml low-binding tubes (e.g., Eppendorf Cat.# 022431005)

pipettes and sterile, aerosol-resistant tips

Nuclease-Free Water (Cat.# P1193)

RT-gPCR amplification reagents (e.g., GoTag® Enviro RT-gPCR System,
Cat.# AM2010, AM2011)

e PCR thermal cycler

1. Dilute the SARS-CoV-2 (N+E) RNA Quant Standard, 4 x 106 copies/l, 100-fold by
mixing 2pl into 198pl of Nuclease-Free Water to obtain a concentration of
4 %104 copies/pl.

2. Perform subsequent serial tenfold dilutions in low-binding 0.5ml tubes. For example,

combine 5pl of RNA + 45l of Nuclease-Free Water to obtain the standard curve
dilutions as shown in Table 1 (4 x 104—4 copies/ul).

3. Assemble RT-qPCR reactions as specified by manufacturer’s instructions

4. Perform RT-qPCR thermal cycling as shown in Table 2. The PCR cycling parameters
and instrument settings shown are provided as guidelines and can be modified as
necessary for optimal results.

Table 1. Standard Curve Dilutions for SARS-CoV-2 (N+E) RNA.

SARS-CoV-2 (N + E) Copies/Well Copies/Well
RNA (copies/pl)  (5pl in 20pl) (4plin 10p1)
4x 104 2x 105 1.6x 10
4x103 2x 104 16x104
4x102 2x 103 1.6x108
40 2x102 1.6x102
4 20 16

Table 2. Example gqPCR Cycling Conditions using GoTaq® Enviro Wastewater
SARS-CoV-2 Systems (Cat.# AM2100).

Step Temperature (°C) Time Number of Cycles
reverse transcription 45 15 minutes 1
RT inactivation/ 95 2 minutes 1
GoTaq® activation
denaturation 9 15 seconds 40
annealing/extension 62 60 seconds
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