. CLOSE
Kit contents g

Reagents provided are sufficient for 50 or 500 reverse transcription reactions of 20 pL each.

SuperScript™ IV VILO™ Master Mix 2x1mL
SuperScript™ IV VILO™ No RT Control I mL
Nuclease-free Water 1.25 mL
ezDNase enzyme —— 500 pL
10X ezDNase Buffer o — | oo | - [ mL

Guidelines for optimizing gPCR amplification CLOSE>

= Start with enough template to ensure a signal after 35 cycles (>10* copies, but <2.5 pug
of total RNA).

Include a control to verify the absence of gDNA contamination. Use the SuperScript™
IV VILO™ No RT Control at 10% of the qPCR reaction volume (e.g., for a 20-uL qPCR
reaction, use 2 uL of the control).

Perform an initial 97°C dissociation step for a few cycles when using DNA with high
GC-content to produce single-stranded template for PCR amplification.

When performing qPCR using fluorescent primers or probes, up to 10% of the qPCR
reaction volume can be undiluted cDNA from the RT reaction mix (e.g., for a 20-uL
qPCR reaction, use up to 2 uL of undiluted cDNA).

When performing qPCR using SYBR™ Green or SYBR™ GreenER™ reagent:

B If starting with 100 ng of total RNA, up to 10% of the qPCR reaction volume can be
undiluted cDNA from the RT reaction mix (e.g., for a 20-uL qPCR reaction, use up to
2 uL of undiluted cDNA).

B If starting with >100 ng total RNA, test a serial dilution of cDNA in qPCR to
determine optimal results. Higher concentrations of cDNA may affect the signal
baseline in SYBR™ Green and SYBR™ GreenER™ reactions.

* -
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Reverse transcription protocol for SuperScript™ IV VILO™ Master Mix with ezDNase enzyme

Step

Action

Prepare gDNA digestion

Procedure details

For each RT reaction or No RT Control reaction, prepare a 10 pL gDNA digestion reaction mix in a RNase-free
tube on ice with the following components:

1 @ reaction mix 10X ezDNase Buffer 1TuL
(onice) ezDNase enzyme 1uL
Template RNA (1 pg to 2.5 pg total RNA) varies
Nuclease-free Water to 10 pL
2 GZ}T] Digest gDNA Gently mix and incubate at 37°C for 2 minutes. Briefly centrifuge the reaction and place on ice.

Prepare RT and No RT

Add the following components to the tube containing the 10-pL reaction mix from step 2 on ice.

3 @ Control reaction mixes SuperScript™ IV VILO™ Master Mix 4L -
(onice) SuperScript™ IV VILO™No RT Control — 4yl
Nuclease-free Water 6 pL 6 pL
4 *10 min Anneal primers Gently mix and incubate at 25°C for 10 minutes.
5 10 min Reverse transcribe RNA Incubate at 50°C for 10 minutes.

Inactivate enzyme

Incubate at 85°C for 5 minutes.

qPCR amplification

Use the diluted or undiluted cDNA for gPCR or store at -20°C for up to one week, or -70°C for long term storage.

0 Click to see Guidelines for optimizing gPCR amplification.

For support, visit thermofisher.com/support.
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Reverse transcription protocol for SuperScript™ IV VILO™ Master Mix (without ezDNase enzyme treatment)

Step Action Procedure details

Add the following components to an empty RNase-free tube on ice.
Component RT reaction No RT Control reaction
Prepare RT and No RT SuperScript™ IV VILO™ Master Mix 4yl —
1 Control reaction mixes — -
(on ice) SuperScript™ IV VILO™No RT Control - 4 uL
onice Template RNA (1 pg to 2.5 pg total RNA] varies varies
Nuclease-free Water to 20 pL to 20 pL
2 C:ilsmin Anneal primers Gently mix and incubate at 25°C for 10 minutes.
3 “10 min Reverse transcribe RNA Incubate at 50°C for 10 minutes.
4 @nin Inactivate enzyme Incubate at 85°C for 5 minutes.
L Use the diluted or undiluted cDNA for gPCR or store at -20°C for up to one week, or -70°C for long term storage.
5 é qPCR amplification _ o o o
0 Click to see Guidelines for optimizing qPCR amplification.
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