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Explore the RNA universe

Insights into RNA functions are changing our understanding of
biomolecules, cells and diseases. Scientists worldwide are
exploring and characterizing the RNA universe beyond just
mRNA. Expanding our understanding of other components of the
universe, such as miRNA and IncRNA, is propelling these exciting
areas of basic and translational research into the limelight,
creating a new frontier in biomarker discovery and investigation.

Tools designed to streamline your RNA workflows

We offer a broad portfolio of reagents, assays, instruments and software for
purification, quantitation, detection, synthesis and manipulation of RNA that can

help you gain deeper insights into the RNA universe.
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Reliable sample collection and stabilization

Investigation of gene expression requires reliable pre-analytical steps including
sample collection, stabilization and isolation chemistries specific to the sample type to

overcome issues such as RNA instability, potential contamination and degradation.

Pre-analytical steps can cause variability in RNA quality and yield, which can render
results from different labs and between different operators incomparable. QIAGEN
fine-tunes its technologies to target these concerns, allowing you to confidently isolate

intact RNA from your samples.

RNAprotect® and Allprotect® reagents for RNA collection
and stabilization

Take advantage of immediate stabilization of RNA and RNA protection using

RNAprotect and Allprotect reagents:

e Short and long-term RNA storage in various samples without liquid
nitrogen or dry ice
e Preserve the gene expression profile and enable reproducible

purification of high-quality RNA

Starting sample type Target biomolecules Sample stabilization
Tissue,/FFPE DNA, RNA and proteins Allprotect Tissue Reagent
Tissue RNA RNAprotect Tissue Reagent
Cells RNA RNAprotect Cell Reagent
Bacteria RNA RNAprotect Bacteria Reagent
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https://www.qiagen.com/products/discovery-and-translational-research/sample-collection-stabilization/tissue-ffpe/allprotect-tissue-reagent/
https://www.qiagen.com/products/discovery-and-translational-research/dna-rna-purification/rna-purification/total-rna/rnaprotect-reagents-and-tubes/?catno=76104
https://www.qiagen.com/products/discovery-and-translational-research/dna-rna-purification/rna-purification/total-rna/rnaprotect-reagents-and-tubes/?catno=76526
https://www.qiagen.com/products/discovery-and-translational-research/dna-rna-purification/rna-purification/total-rna/rnaprotect-reagents-and-tubes/?catno=76506

PAXgene® Systems for RNA collection, stabilization plus isolation

PAXgene Systems provide sample collection, transport, storage and stabilization with
RNA isolation:

e Stabilize RNA profiles in various samples, before RNA or miRNA isolation using
the PAXgene RNA or miRNA Kits

¢ Achieve unbiased gene expression data without artificial changes in mRNA levels

Starting sample type Sample collection and stabilization Dedicated RNA preparation
Tissue PAXgene Tissue FIX Container PAXgene Tissue RNA/miRNA Kit
Whole blood PAXgene Blood RNA Tubes (IVD)” PAXgene Blood RNA Kit (IVD)"/PAXgene

Blood miRNA Kit
QlAsymphony® PAXgene Blood RNA Kit

Bone marrow PAXgene Bone Marrow RNA Tube PAXgene Bone Marrow RNA Kit
Saliva PAXgene Saliva Collectorf QlAamp® Viral RNA Mini Kit

* For in vitro diagnostic testing only. To be used in combination with PAXgene Blood RNA Tubes (IVD, cat. no. 762165); sold by BD. The PAXgene Blood RNA System is
available for IVD use only when the PAXgene Blood RNA Tubes (cat. no. 762165) are used in combination with the PAXgene Blood RNA Kit (US-IVD, cat. no. 762164
or CE-marked, cat. no. 762174).

t For SARS-CoV-2 RNA

Stabilization of RNA and miRNA from tissue samples, followed by isolation using the
PAXgene Tissue RNA/miRNA Kit

The PAXgene Tissue System enables simultaneous preservation of histomorphology and biomolecules.

. . Tissue fixation . .
Tissue resection N Processing Analysis
and stabilization
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*H&E: Hematoxylin and eosin; PAS: Periodic acid-Schiff stain;
*IHC: Immunohistochemistry; ISH: in situ hybridization
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https://www.qiagen.com/products/discovery-and-translational-research/sample-collection-stabilization/paxgene-tissue-fix-container-50-ml/?catno=765312
https://www.qiagen.com/products/discovery-and-translational-research/dna-rna-purification/rna-purification/mirna/paxgene-tissue-rna-mirna-kit/?catno=766134
https://www.qiagen.com/products/discovery-and-translational-research/sample-collection-stabilization/rna/paxgene-blood-rna-tubes/?catno=762165
https://www.qiagen.com/products/diagnostics-and-clinical-research/solutions-for-laboratory-developed-tests/paxgene-blood-rna-kit-ivd/
https://www.qiagen.com/products/discovery-and-translational-research/dna-rna-purification/rna-purification/total-rna/paxgene-blood-mirna-kit/?catno=763134
https://www.qiagen.com/products/discovery-and-translational-research/dna-rna-purification/rna-purification/total-rna/paxgene-blood-mirna-kit/?catno=763134
https://www.qiagen.com/products/discovery-and-translational-research/sample-collection-stabilization/rna/qiasymphony-paxgene-blood-rna-kit/?catno=762635
https://www.qiagen.com/products/discovery-and-translational-research/sample-collection-stabilization/rna/paxgene-bone-marrow-rna-tubes/?catno=764114
https://www.qiagen.com/products/discovery-and-translational-research/sample-collection-stabilization/rna/paxgene-bone-marrow-rna-kit/?catno=764133
https://www.qiagen.com/products/discovery-and-translational-research/sample-collection-stabilization/dna/paxgene-saliva-collector/
https://www.qiagen.com/products/diagnostics-and-clinical-research/sample-processing/qiaamp-viral-rna-kits/?catno=52904

RNA quality that“s out of this world!

We offer RNA purification technologies for various tissue samples, input amounts and elution
volumes. Plus, you can free your time for other tasks by automating the purification process using
the kit with a QIAGEN instrument. The purified RNA is ready to use in downstream applications
including those that are sensitive to low amounts of DNA contamination, such as qPCR.

Starting Automatable
sample type Target fraction using:

Cells or e QlAwave RNA Mini Kit* ® miRNeasy Tissue/Cells ® QlAcube Connect
easy-to-lyse ® RNeasy® Plus Mini Kitst Advanced Mini Kit
tissues ® RNeasy Mini QlAcube® Kit

® E72°RNA/miRNA Tissue/Cells Kit ® E72 Connect

® QlAsymphony® RNA Kit ® QlAsymphony SP

RNeasy Plus Micro Kitf ® miRNeasy Tissue/Cells
RNeasy UCP Micro Kift Advanced Micro Kit

Low biomass/ QIAcube Connect

micro samples

Plants & fungi ® RNeasy Plant Mini Kit" ® miRNeasy Mini Kit"* ® QlAcube Connect

Serum, plasma ® exofasy ® exoRNeasy Kitsfor @ miRNeasy ® QlAamp
Maxi Kit cell-free mRNAs Serum/ ocfDNA/
in plasma and Plasma RNA Kit
EV-associated Advanced
miRNAs Kit

* More environmentally friendly version of the RNeasy Mini Kit. T Includes QlAshredder for h
1 Includes gDNA Eliminator columns for gDNA removal. ** Support protocol for plants available online.
# Ultra-clean production (UCP) for minimal exog nucleic acids for RNA-seq of low- # mRNA from circulating tumor cells.
abundance targets. 88 Used with PAXgene Blood RNA Tubes (available from BD, cat. no. 762165).

8 For purification of total RNA from all types of tissue; includes gDNA Eliminator solution.

o
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https://www.qiagen.com/products/discovery-and-translational-research/dna-rna-purification/rna-purification/total-rna/qiawave-rna-kits/?catno=74536
https://www.qiagen.com/products/discovery-and-translational-research/dna-rna-purification/rna-purification/total-rna/rneasy-plus-kits/?catno=74134
https://www.qiagen.com/products/discovery-and-translational-research/dna-rna-purification/rna-purification/total-rna/rneasy-kits/?catno=74116
https://www.qiagen.com/products/discovery-and-translational-research/dna-rna-purification/rna-purification/mirna/mirneasy-tissue-cells-advanced-kits/?catno=217604
https://www.qiagen.com/products/discovery-and-translational-research/dna-rna-purification/rna-purification/mirna/mirneasy-tissue-cells-advanced-kits/?catno=217604
https://www.qiagen.com/products/discovery-and-translational-research/dna-rna-purification/instruments-equipment/qiacube-connect/?catno=9002864
https://www.qiagen.com/products/discovery-and-translational-research/dna-rna-purification/rna-purification/ez2-rna-mirna-tissue-cells-kit/?catno=959035
https://www.qiagen.com/products/discovery-and-translational-research/dna-rna-purification/instruments-equipment/ez2-connect/?catno=9003210
https://www.qiagen.com/products/discovery-and-translational-research/dna-rna-purification/rna-purification/total-rna/qiasymphony-rna-kit/?catno=931636
https://www.qiagen.com/products/discovery-and-translational-research/dna-rna-purification/instruments-equipment/qiasymphony-spas-instruments/?catno=9001297
https://www.qiagen.com/products/discovery-and-translational-research/dna-rna-purification/rna-purification/total-rna/rneasy-ffpe-kit/
https://www.qiagen.com/products/discovery-and-translational-research/dna-rna-purification/rna-purification/mirna/mirneasy-ffpe-kit/
https://www.qiagen.com/products/discovery-and-translational-research/dna-rna-purification/instruments-equipment/qiacube-connect/?catno=9002864
https://www.qiagen.com/products/instruments-and-automation/automatable-kits/ez2-rna-ffpe-kit/?catno=959734
https://www.qiagen.com/products/discovery-and-translational-research/dna-rna-purification/multianalyte-and-virus/allprep-dnarna-ffpe-kit/?catno=80234
https://www.qiagen.com/products/discovery-and-translational-research/dna-rna-purification/instruments-equipment/ez2-connect/?catno=9003210
https://www.qiagen.com/products/discovery-and-translational-research/dna-rna-purification/rna-purification/total-rna/qiasymphony-rna-kit/?catno=931636
https://www.qiagen.com/products/discovery-and-translational-research/dna-rna-purification/instruments-equipment/qiasymphony-spas-instruments/?catno=9001297
https://www.qiagen.com/products/discovery-and-translational-research/dna-rna-purification/rna-purification/total-rna/rneasy-plus-kits/?catno=74034
https://www.qiagen.com/products/discovery-and-translational-research/dna-rna-purification/rna-purification/total-rna/rneasy-ucp-micro-kit/?catno=73934
https://www.qiagen.com/products/discovery-and-translational-research/dna-rna-purification/rna-purification/mirna/mirneasy-tissue-cells-advanced-kits/?catno=217684
https://www.qiagen.com/products/discovery-and-translational-research/dna-rna-purification/rna-purification/mirna/mirneasy-tissue-cells-advanced-kits/?catno=217684
https://www.qiagen.com/products/discovery-and-translational-research/dna-rna-purification/instruments-equipment/qiacube-connect/?catno=9002864
https://www.qiagen.com/products/discovery-and-translational-research/dna-rna-purification/rna-purification/total-rna/rneasy-fibrous-tissue-mini-kit/?catno=74704
https://www.qiagen.com/products/discovery-and-translational-research/dna-rna-purification/rna-purification/total-rna/rneasy-universal-kits/?catno=74881
https://www.qiagen.com/products/discovery-and-translational-research/dna-rna-purification/rna-purification/mirna/mirneasy-kits/?catno=217004
https://www.qiagen.com/products/discovery-and-translational-research/dna-rna-purification/instruments-equipment/qiacube-connect/?catno=9002864
https://www.qiagen.com/products/discovery-and-translational-research/dna-rna-purification/rna-purification/total-rna/rneasy-plant-mini-kit/?catno=74904
https://www.qiagen.com/products/discovery-and-translational-research/dna-rna-purification/rna-purification/mirna/mirneasy-kits/?catno=217004
https://www.qiagen.com/products/discovery-and-translational-research/dna-rna-purification/instruments-equipment/qiacube-connect/?catno=9002864
https://www.qiagen.com/products/discovery-and-translational-research/dna-rna-purification/rna-purification/rna-clean-up/rneasy-minelute-cleanup-kit/?catno=74204
https://www.qiagen.com/products/discovery-and-translational-research/dna-rna-purification/instruments-equipment/qiacube-connect/?catno=9002864
https://www.qiagen.com/products/discovery-and-translational-research/exosomes-ctcs/exosomes/exoeasy-maxi-kit/
https://www.qiagen.com/products/discovery-and-translational-research/exosomes-ctcs/exosomes/exoeasy-maxi-kit/
https://www.qiagen.com/products/discovery-and-translational-research/exosomes-ctcs/exosomes/exorneasy-midi-and-maxi-kits/
https://www.qiagen.com/products/discovery-and-translational-research/dna-rna-purification/rna-purification/cell-free-rna/mirneasy-serum-plasma-advanced-kit/
https://www.qiagen.com/products/discovery-and-translational-research/dna-rna-purification/rna-purification/cell-free-rna/mirneasy-serum-plasma-advanced-kit/
https://www.qiagen.com/products/discovery-and-translational-research/dna-rna-purification/rna-purification/cell-free-rna/mirneasy-serum-plasma-advanced-kit/
https://www.qiagen.com/products/discovery-and-translational-research/dna-rna-purification/rna-purification/cell-free-rna/mirneasy-serum-plasma-advanced-kit/
https://www.qiagen.com/products/discovery-and-translational-research/dna-rna-purification/rna-purification/cell-free-rna/mirneasy-serum-plasma-advanced-kit/
https://www.qiagen.com/products/discovery-and-translational-research/dna-rna-purification/dna-purification/cell-free-dna/qiaamp-ccfdna-rna-kit/?catno=55184
https://www.qiagen.com/products/discovery-and-translational-research/dna-rna-purification/dna-purification/cell-free-dna/qiaamp-ccfdna-rna-kit/?catno=55184
https://www.qiagen.com/products/discovery-and-translational-research/dna-rna-purification/dna-purification/cell-free-dna/qiaamp-ccfdna-rna-kit/?catno=55184
https://www.qiagen.com/products/discovery-and-translational-research/exosomes-ctcs/circulating-tumor-cells/ez2-adnatest-ctc-select-kit/?catno=395692
https://www.qiagen.com/products/discovery-and-translational-research/exosomes-ctcs/circulating-tumor-cells/ez2-adnatest-ctc-select-kit/?catno=395692
https://www.qiagen.com/products/discovery-and-translational-research/exosomes-ctcs/circulating-tumor-cells/ez2-adnatest-ctc-select-kit/?catno=395692
https://www.qiagen.com/products/discovery-and-translational-research/exosomes-ctcs/circulating-tumor-cells/ez2-adnatest-ctc-select-kit/?catno=395692
https://www.qiagen.com/products/discovery-and-translational-research/sample-collection-stabilization/rna/paxgene-96-blood-rna-kit/?catno=762331
https://www.qiagen.com/products/discovery-and-translational-research/sample-collection-stabilization/rna/paxgene-96-blood-rna-kit/?catno=762331
https://www.qiagen.com/products/discovery-and-translational-research/sample-collection-stabilization/rna/paxgene-96-blood-rna-kit/?catno=762331
https://www.qiagen.com/products/discovery-and-translational-research/dna-rna-purification/instruments-equipment/ez2-connect/?catno=9003210

Did you know?

Our eco-friendlier uses
61% less plastic and 38% less cardboard compared
to the RNeasy Mini Kit for total RNA isolation,

decreasing lab waste without compromising quality.

Power up your RNA preparation with automation

Increase throughput while achieving pipetting precision and quality control efficiency
with QIAGEN instruments optimized for RNA purification.

Instrument Featured technology Key features

QlAcube Connect Spin columns e Automates over 80 QIAGEN Kits
e Optional protocol customization

® 12 samples in one run

EZ2 Connect Magnetic beads e Fully automated
o Prefilled cartridges
® On-board pipetting

e 24 samples in one run

QlAsymphony SP Magnetic beads e Fully automated
e Optional full integration
with QlAsymphony AS
for assay setup
® Bar code reading for

sample tracking

® 96 samples in one run
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https://www.qiagen.com/products/discovery-and-translational-research/dna-rna-purification/rna-purification/total-rna/qiawave-rna-kits/?catno=74536
https://www.qiagen.com/products/discovery-and-translational-research/dna-rna-purification/instruments-equipment/qiacube-connect/?catno=9002864
https://www.qiagen.com/products/discovery-and-translational-research/dna-rna-purification/instruments-equipment/ez2-connect/?catno=9003210
https://www.qiagen.com/products/discovery-and-translational-research/dna-rna-purification/instruments-equipment/qiasymphony-spas-instruments/?catno=9001297
https://www.qiagen.com/products/discovery-and-translational-research/dna-rna-purification/instruments-equipment/qiasymphony-spas-instruments/?catno=9001301

Standardized determination of RNA quality

Perform quality control of your RNA samples and NGS libraries with the
QlAxcel® Connect System:

¢ Quickly and easily assess sample concentration, purity and size distribution from
minimal input volumes

e Assess integrity with user-independent RNA integrity score (RIS)

e Save time and costs and gain peace of mind by processing only the samples of

the highest quality

Plug and play electrophoresis

[ ]

[

v
- - /[ - ooull

Insert your samples and gel cartridge Select your analysis protocol See your results in real time

. W
Did you know? ' “

Our smart online tool, the workflow configurator,
helps you design experiments and find the right products

for every step of your protocol.
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https://www.qiagen.com/products/instruments-and-automation/quality-control-fragment-analysis/qiaxcel-connect-system/?catno=9003110
https://www.qiagen.com/workflow-configurator/workflows

Impactful discoveries powered by NGS

Next-generation sequencing (NGS) can deliver unprecedented insights, unraveling the
intricacies of the genome and transcriptome in biomarker research, gene expression
studies, viral epidemiology and disease surveillance, as well as comprehensive genomic
profiling to identify variants implicated in cancer and other diseases. Partner with

QIAGEN to unlock the full potential of NGS with innovative QlAseq technologies.
Our QlAseq® RNA-seq Kits provide these advantages:

¢ Unique molecular indices (UMIs) that enable increased precision
of sequencing data

e Ultraplex (UPX) library construction that simplifies low-input and
single-cell analysis

e Streamlined workflows — such as our gel-free workflow for miRNA

library preparation — that support fast and reproducible NGS library preparation

Explore the RNA Universe 02/2023 9



Library indexing

(UDI/CDIY)
Input sample and Molecular (ps = purchase
Kit" amount Target RNA Library type indexing (UMIY) separately)
QlAseq FastSelect™ Dependent on the library Globin mRNA, Any

rRNA Removal Kitst

QlAseq Stranded
mRNA Select Kits

QlAseq Stranded
Total RNA Library Kits

QlAseq UPX 3’

Transcriptome Kits

QlAseq UPX 3’
Targeted RNA Panels

QlAseq Targeted
RNA Panels

QlAseq RNA Fusion
XP Targeted Panels

QlAseq Targeted
RNA Panel (TCR)

QlAseq Single Cell
RNA Library Kits UDI

QlAseq miRNA
Library Kits UDI

QlAseq UPXome
RNA Library Kits

QlAseq FastSelect
RNA Library Kit

kit, single cell to 1000 ng

1-10 ng enriched
mRNAS or 100-1000 ng
RNA

1-10 ng depleted RNAT
or 100-1000 ng RNA

Cell lysate of up to 100
cells, up to 10 ng RNA

Cell lysate of up to 100
cells, up to 10 ng RNA
25-5000 ng RNA

10-250 ng RNA

100 pg - 1000 ng RNA

Single cell to 100 cells,
50 pg - 100 ng RNA

Up to 500 ng RNA

500 pg - 100 ng RNA

1-1000 ng

“ All QlAseq kits include QIAseq beads for reaction cleanup.

mitochondrial RNA,
cytoplasmic RNA,
chloroplast RNA

mRNA

mRNA, IncRNA

mRNA

mRNA

mRNA

Fusion RNA, mRNA

TCR mRNA (alpha, beta,

gamma, delta)

mRNA, IncRNA

miRNA/piRNA, small
RNA 18-40 bases

mRNA, IncRNA

mRNA, IncRNA

T UDIs = unique dual indices; CDIs = combinatorial dual indices; UMIs = universal molecular indices.

* QlAseq FastSelect rRNA Removal Kits — for use with QlAseq and other RNA library kits from other suppliers.

Complete transcriptome

Complete transcriptome

3’ RNA-seq UMI

Targeted panel of up to UMI
1000 genes

Targeted panel of up to UMI
1000 genes

Targeted panel of up to UMI
750,000 bases

Targeted panel UMI

Complete transcriptome
or small genome
enrichment

miRNome UMI

Complete transcriptome
RNA-seq, 3" RNA-seq

Complete transcriptome
RNA-seq, 3' RNA-seq

384 UDIs (96 A-D)

384 UDIs (96 A-D)

12 UDlIs (ps)
48 UDlIs (ps)

12 UDlIs (ps)
384 UDIs (96 A-D) (ps)

12 CDls (ps)
96 CDls (ps)

16 UDIs (8 A-B) (ps)
192 UDIs (96 A-B) (ps)

24 UDls (ps)
384 UDIs (96 A-D) (ps)

384 UDIs (96 A-D)

12 UDIs (ps)
768 UDIs (96 A-H) (ps)

12 UDlIs (ps)
768 UDIs (96 A-H) (ps)

12 UDlIs (ps)
768 UDIs (96 A-H) (ps)
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https://www.qiagen.com/applications/next-generation-sequencing/rna-sequencing/qiaseq-fastselect-overview
https://www.qiagen.com/applications/next-generation-sequencing/rna-sequencing/qiaseq-fastselect-overview
https://geneglobe.qiagen.com/analyze/rnaseq-analysis-and-biomarker-discovery-portal
https://www.qiagen.com/products/discovery-and-translational-research/next-generation-sequencing/whole-genome-transcriptome-amplification/whole-transcriptome/qiaseq-stranded-rna-library-kits/?catno=180775
https://www.qiagen.com/products/discovery-and-translational-research/next-generation-sequencing/whole-genome-transcriptome-amplification/whole-transcriptome/qiaseq-stranded-rna-library-kits/?catno=180775
https://geneglobe.qiagen.com/analyze/rnaseq-analysis-and-biomarker-discovery-portal
https://www.qiagen.com/products/discovery-and-translational-research/next-generation-sequencing/whole-genome-transcriptome-amplification/whole-transcriptome/qiaseq-stranded-rna-library-kits/?catno=180743
https://www.qiagen.com/products/discovery-and-translational-research/next-generation-sequencing/whole-genome-transcriptome-amplification/whole-transcriptome/qiaseq-stranded-rna-library-kits/?catno=180743
https://geneglobe.qiagen.com/analyze/rnaseq-analysis-and-biomarker-discovery-portal
https://www.qiagen.com/applications/next-generation-sequencing/rna-sequencing/qiaseq-upx
https://www.qiagen.com/applications/next-generation-sequencing/rna-sequencing/qiaseq-upx
https://geneglobe.qiagen.com/analyze/rnaseq-analysis-and-biomarker-discovery-portal
https://www.qiagen.com/products/discovery-and-translational-research/next-generation-sequencing/rna-sequencing/three-rnaseq/qiaseq-upx-3-targeted-rna-panels/?catno=333041
https://www.qiagen.com/products/discovery-and-translational-research/next-generation-sequencing/rna-sequencing/three-rnaseq/qiaseq-upx-3-targeted-rna-panels/?catno=333041
https://geneglobe.qiagen.com/
https://www.qiagen.com/products/discovery-and-translational-research/next-generation-sequencing/library-preparation/qiaseq-targeted-rna-panels/?catno=333005
https://www.qiagen.com/products/discovery-and-translational-research/next-generation-sequencing/library-preparation/qiaseq-targeted-rna-panels/?catno=333005
https://geneglobe.qiagen.com/
https://www.qiagen.com/products/next-generation-sequencing/multianalyte-sequencing-multimodal/qiaseq-rna-fusion-xp-panels/qiaseq-rna-fusion-xp-panels/?catno=334602
https://www.qiagen.com/products/next-generation-sequencing/multianalyte-sequencing-multimodal/qiaseq-rna-fusion-xp-panels/qiaseq-rna-fusion-xp-panels/?catno=334602
https://geneglobe.qiagen.com/
https://www.qiagen.com/products/discovery-and-translational-research/next-generation-sequencing/rna-sequencing/t-cell-receptor-sequencing/qiaseq-immune-repertoire-rna-library-kits/
https://www.qiagen.com/products/discovery-and-translational-research/next-generation-sequencing/rna-sequencing/t-cell-receptor-sequencing/qiaseq-immune-repertoire-rna-library-kits/
https://geneglobe.qiagen.com/
https://www.qiagen.com/applications/next-generation-sequencing/single-cell-sequencing
https://www.qiagen.com/applications/next-generation-sequencing/single-cell-sequencing
https://www.qiagen.com/applications/next-generation-sequencing/rna-sequencing/mirna-seq
https://www.qiagen.com/applications/next-generation-sequencing/rna-sequencing/mirna-seq
https://geneglobe.qiagen.com/analyze/rnaseq-analysis-and-biomarker-discovery-portal
https://www.qiagen.com/products/discovery-and-translational-research/next-generation-sequencing/rna-sequencing/ultraplex/qiaseq-upxome-rna-library-kits/?catno=334695
https://www.qiagen.com/products/discovery-and-translational-research/next-generation-sequencing/rna-sequencing/ultraplex/qiaseq-upxome-rna-library-kits/?catno=334695
https://geneglobe.qiagen.com/analyze/rnaseq-analysis-and-biomarker-discovery-portal
https://www.qiagen.com/products/discovery-and-translational-research/next-generation-sequencing/rna-sequencing/stranded-rnaseq/qiaseq-fastselect-rna-library-kits/?catno=334232
https://www.qiagen.com/products/discovery-and-translational-research/next-generation-sequencing/rna-sequencing/stranded-rnaseq/qiaseq-fastselect-rna-library-kits/?catno=334232
https://geneglobe.qiagen.com/analyze/rnaseq-analysis-and-biomarker-discovery-portal

Ultraplex library
prep (UPX)
support

rRNA removal
included

Species

Sequencers
supported

Common
applications

Complimentary
access to
GeneGlobe® or
RNA-seq Analysis
Portal (RAP)

UPX support

UPX support

UPX support

Standalone rRNA

removal

QlAseq FastSelect rRNA
removal included

QlAseq FastSelect rRNA

removal included

Human, mouse, rat,
bacteriq, fish, fly, worm,
plant, yeast, custom

Any

Any

Any

Human, mouse

Human, mouse, rat

Human

Human, mouse

Any

Human, mouse, rat,
bacteriq, fish, fly, worm,
plant, yeast™

Human, mouse, rat,
bacteriq, fish, fly, worm,
plant, yeast™

Illumina®, Thermo Fisher
Scientific®, Oxford
Nanopore Technologies®

lllumina

lllumina

lllumina

lllumina
Illumina, Thermo Fisher
Scientific

lllumina, Thermo Fisher
Scientific

lllumina

lllumina

Illumina, Thermo Fisher
Scientific

lllumina

lllumina

Neutralizes unwanted
rRNA, compatible with
various RNA-seq library
preparation workflows

mRNA enrichment for
gene expression and
isoform detection

Use rRNA/globin
depleted RNA for gene/
IncRNA expression, RNA
isoforms, SNVs.
Compatible with meta-
transcriptomics

High-throughput
transcriptome-wide gene
expression

High-throughput targeted
gene expression

Gene expression of
mRNA/IncRNA

Fusion and gene
expression analysis

Quantification and
identification of T-cell
receptor CDR3 region
for clonotype
determination

Transcript discovery and
differential gene
expression from single
eukaryotic cells,
enriched cell populations
and RNA-seq from
limited samples,
including viral RNA

|dentification and
quantification of miRNA,
piRNA and other small
RNAs

Transcript identification,
fusion gene discovery
and high-throughput
gene expression

Transcript identification
and fusion gene
discovery

§ 1-10 ng of enriched mRNA; usually achieved by starting with 100 ng of total RNA and using the mRNA enrichment protocol included with the kit.

.1-10 ng of depleted RNA; usually achieved by starting with 100 ng of total RNA and removing ribosomal RNA and globin RNA (for applications from blood).
" QlAseq UPXome RNA Library Kits and QlAseq FastSelect RNA Library Kits also available without QlAseq FastSelect rRNA removal reagents.
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RAP access

RAP access

RAP access

RAP access

GeneGlobe access

GeneGlobe access

GeneGlobe access

GeneGlobe access

RAP access

RAP access

RAP access
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https://www.qiagen.com/applications/next-generation-sequencing/rna-sequencing/qiaseq-fastselect-overview
https://www.qiagen.com/applications/next-generation-sequencing/rna-sequencing/qiaseq-fastselect-overview
https://geneglobe.qiagen.com/analyze/rnaseq-analysis-and-biomarker-discovery-portal
https://www.qiagen.com/products/discovery-and-translational-research/next-generation-sequencing/whole-genome-transcriptome-amplification/whole-transcriptome/qiaseq-stranded-rna-library-kits/?catno=180775
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https://www.qiagen.com/products/next-generation-sequencing/multianalyte-sequencing-multimodal/qiaseq-rna-fusion-xp-panels/qiaseq-rna-fusion-xp-panels/?catno=334602
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https://www.qiagen.com/products/discovery-and-translational-research/next-generation-sequencing/rna-sequencing/t-cell-receptor-sequencing/qiaseq-immune-repertoire-rna-library-kits/
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https://www.qiagen.com/applications/next-generation-sequencing/single-cell-sequencing
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https://www.qiagen.com/products/discovery-and-translational-research/next-generation-sequencing/rna-sequencing/stranded-rnaseq/qiaseq-fastselect-rna-library-kits/?catno=334232
https://www.qiagen.com/products/discovery-and-translational-research/next-generation-sequencing/rna-sequencing/stranded-rnaseq/qiaseq-fastselect-rna-library-kits/?catno=334232
https://geneglobe.qiagen.com/analyze/rnaseq-analysis-and-biomarker-discovery-portal

RNA detection and quantification using digital PCR
and real-time qPCR

We offer a wealth of optimized products for digital PCR and qPCR. Our reagents,
assays, instruments and analysis tools help you detect RNA targets with confidence

whichever RNA quantitation method you use.

Sensitive analysis by digital PCR

The increased precision of digital PCR can provide higher resolution in many aspects
of gene expression and miRNA analysis. It enables monitoring finer changes with
great sensitivity from very limited starting material.

QlAcuity® Digital PCR System for fast, precise results

Our QlAcuity Digital PCR System seamlessly integrates a standard dPCR workflow

of partitioning, thermocycling and imaging into a walk-away automated platform

with minimal hands-on time.

Instrument Featured technology Key features
— QlAcuity Microfluidic, e Multiplexing of up to 5 target
et -:.-_ . . Digital PCR System nanoplate-based, RNA molecules in a given assay
' #—’ t fully integrated system e From low to ultra-high throughput

e Up to 8 plates and up to
1248 samples in one run

e Rapid results in 2 hours for
up to 96 samples and in 8 hours
for up to 1248 samples

Compatible reagents and accessories for digital PCR

It is easy to find the right consumables to match your workflow needs:

¢ QlAcuity OneStep Advanced Probe Kit
¢ QlAcuity Probe PCR Kit
¢ QlAcuity EG (EvaGreen) PCR Kit

¢ QlAcuity Nanoplates and Accessories
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https://www.qiagen.com/products/instruments-and-automation/pcr-instruments/qiacuity-digital-pcr-system/
https://www.qiagen.com/products/instruments-and-automation/pcr-instruments/qiacuity-digital-pcr-system/
https://www.qiagen.com/products/discovery-and-translational-research/pcr-qpcr-dpcr/dpcr-assays-kits-and-instruments/dpcr-kits/qiacuity-onestep-advanced-probe-kit/?catno=250132
https://www.qiagen.com/products/instruments-and-automation/accessories/qiacuity-probe-pcr-kit/?catno=250101
https://www.qiagen.com/products/instruments-and-automation/accessories/qiacuity-eg-pcr-kit/?catno=250111
https://www.qiagen.com/products/instruments-and-automation/accessories/qiacuity-nanoplates-and-accessories/

Y

“Digital PCR offers you the
simplicity of PCR with the
sensitivity of some of the
applications you might be |
using for sequencing, and in |
some cases, it is probably

even better.”

Dr. Jim Huggett, Principal Scientist,

National Measurement Laboratory



Did you know?

Our real-time gPCR assays can be easily transitioned to

the QlAcuity Digital PCR System, providing you maximal

flexibility for your experimental setup.

Proven technologies for real-time qPCR

Our wide-ranging portfolio of instruments, reagents and assays for various RNA
species ensures seamless and reliable analysis of gene expression and regulation

using real-time qPCR.
Dedicated chemistries for reliable, efficient experiments

We offer various, devoted qPCR reagents including our QuantiNova® kits that

include in-process controls for:

e Precise and reproducible quantitation by removing variables and errors

e Efficiency gains from streamlining experiments and laboratory workflows

Starting material cDNA or gDNA DNA/RNA
Use in quantitative o5t cDNA 1 st
RT-PCR R synthesis e

SYBR® SYBR
Detection chemistry Probes  Probes Probes  Probes Probes

Green | Green |
Multiplexing 2-plex  5-plex 2-plex 5-plex 4-plex
Int | trol IC DNA &
" err]o conre Internal Control RNA RNA and
provided

Control Assay

Visual pipetting v v v v v v v
control
gDNA removal v v
Room temperature v v v v v v v
set-up
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https://www.qiagen.com/resources/resourcedetail?id=b8a5203d-e807-4fa9-8c29-1a42b379ef2b&lang=en
https://www.qiagen.com/products/discovery-and-translational-research/pcr-qpcr-dpcr/real-time-pcr-enzymes-and-kits/probe-based-qpcr/quantinova-pcr-kits/?catno=208052
https://www.qiagen.com/products/discovery-and-translational-research/pcr-qpcr-dpcr/real-time-pcr-enzymes-and-kits/probe-based-qpcr/quantinova-pcr-kits/?catno=208052
https://www.qiagen.com/products/discovery-and-translational-research/pcr-qpcr-dpcr/real-time-pcr-enzymes-and-kits/probe-based-qpcr/quantinova-pcr-kits/?catno=208254
https://www.qiagen.com/products/discovery-and-translational-research/pcr-qpcr-dpcr/real-time-pcr-enzymes-and-kits/probe-based-qpcr/quantinova-pcr-kits/?catno=208254
https://www.qiagen.com/products/discovery-and-translational-research/pcr-qpcr-dpcr/real-time-pcr-enzymes-and-kits/probe-based-qpcr/quantinova-pcr-kits/?catno=208452
https://www.qiagen.com/products/discovery-and-translational-research/pcr-qpcr-dpcr/real-time-pcr-enzymes-and-kits/probe-based-qpcr/quantinova-pcr-kits/?catno=208452
https://www.qiagen.com/products/discovery-and-translational-research/pcr-qpcr-dpcr/real-time-pcr-enzymes-and-kits/reverse-transcription-cdna-synthesis-qpcr/quantinova-reverse-transcription-kit/?catno=205411
https://www.qiagen.com/products/discovery-and-translational-research/pcr-qpcr-dpcr/real-time-pcr-enzymes-and-kits/reverse-transcription-cdna-synthesis-qpcr/quantinova-reverse-transcription-kit/?catno=205411
https://www.qiagen.com/products/discovery-and-translational-research/pcr-qpcr-dpcr/real-time-pcr-enzymes-and-kits/probe-based-one-step-qrt-pcr/quantinova-rt-pcr-kits/?catno=208152
https://www.qiagen.com/products/discovery-and-translational-research/pcr-qpcr-dpcr/real-time-pcr-enzymes-and-kits/probe-based-one-step-qrt-pcr/quantinova-rt-pcr-kits/?catno=208152
https://www.qiagen.com/products/discovery-and-translational-research/pcr-qpcr-dpcr/real-time-pcr-enzymes-and-kits/probe-based-one-step-qrt-pcr/quantinova-rt-pcr-kits/?catno=208352
https://www.qiagen.com/products/discovery-and-translational-research/pcr-qpcr-dpcr/real-time-pcr-enzymes-and-kits/probe-based-one-step-qrt-pcr/quantinova-rt-pcr-kits/?catno=208352
https://www.qiagen.com/products/discovery-and-translational-research/pcr-qpcr-dpcr/real-time-pcr-enzymes-and-kits/probe-based-one-step-qrt-pcr/quantinova-rt-pcr-kits/?catno=208552
https://www.qiagen.com/products/discovery-and-translational-research/pcr-qpcr-dpcr/real-time-pcr-enzymes-and-kits/probe-based-one-step-qrt-pcr/quantinova-rt-pcr-kits/?catno=208552
https://www.qiagen.com/products/discovery-and-translational-research/pcr-qpcr-dpcr/real-time-pcr-enzymes-and-kits/probe-based-qpcr/quantinova-pathogen-ic-kit/
https://www.qiagen.com/products/discovery-and-translational-research/pcr-qpcr-dpcr/real-time-pcr-enzymes-and-kits/probe-based-qpcr/quantinova-pathogen-ic-kit/

The right qPCR cycler for your application

For your experiments, you want low operating costs, high throughput, the ability to
multiplex with fast analysis times and reliable reproducibility. We offer gPCR cyclers

that exceed your expectations.

Instrument Featured technology Key features
QlAquant cycler Thermal cycler for e Fast cycling protocol, down to . -
real-time gPCR 30 minutes for 40 cycles E—h
® Multiplex detection of up to — f e ©

5 different targets
® Temperature ramping rate up to

8°C/s PO —
e Temperature uniformity down to

+0.15°C across the sample block
e Gradient function for assay
optimization
e 96-well or 384-well plates

Rotor-Gene Q cycler  Thermal cycler for e Outstanding thermal and optical
real-time qPCR performance due to rotary format - —
e An unmatched optical range ,

spanning UV fo infrared wavelengths
e State-of-the-art analyses supported
by user-friendly software
® Low maintenance and maximum — L
convenience due to robust design
e Support of high-resolution melting
analysis (HRM)
® 36-, 72- and 100-well rotor

Did you know?

You can eliminate tedious manual pipetting steps in your
sample and PCR assay setup to reduce human error,
standardize results, increase productivity and gain peace
of mind with the

Rapid, high-precision setup in almost

all plate and tube formats

Easy-to-use software with no special programming

required

Optimized protocols for fast results
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https://www.qiagen.com/products/discovery-and-translational-research/pcr-qpcr-dpcr/qpcr-assays-and-instruments/pcr-instruments/qiaquant/
https://www.qiagen.com/products/discovery-and-translational-research/epigenetics/dna-methylation/methylation-specific-pcr/rotor-gene-q/
https://www.qiagen.com/products/human-id-and-forensics/automation/qiagility/

A full range of PCR assays and panels

Our real-time gqRT-PCR portfolio is the most advanced when it comes to various RNA

species applications. And, our offering has expanded to cover dPCR, too.

We offer complete, dedicated systems with an unparalleled catalog of predesigned
PCR assays and panels, plus the ability to customize your own experiments using our
advanced design algorithms. In addition, our assays and panels are powered by

LNA technology, which results in:

e Precise and reproducible quantification and profiling of any miRNA, mRNA or
IncRNA targets

¢ Unmatched specificity and sensitivity with same assays for dPCR and gRT-PCR

¢ One- or two-step procedures without the need of pre-amplification even for
miRNA gRT-PCR profiling

Did you know?

For ultra-sensitive and specific miRNA detection by in
situ hybridization (ISH) or northern blotting, you can rely
on the ,

designed with optimal LNA positioning to achieve high

sequence specificity, low secondary structure and

minimal self-annealing.

Using our and premixed
ISH Buffer, you get an exceptional FFPE ISH image

within hours.
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https://www.qiagen.com/knowledge-and-support/knowledge-hub/technology-and-research/lna-technology
https://www.qiagen.com/products/discovery-and-translational-research/detection/ish-and-northern-blotting/mirna-detection/mircury-lna-mirna-detection-probes/?catno=339112 
https://www.qiagen.com/Resources/ResourceDetail?id=fd8cfa08-aee2-41c0-b847-2666ff0f63d8&lang=en

Complementary

Type of <DNA PCR data analysis
PCR system Targets Technology detection synthesis reaction Assays Panels tools
QuantiNova  mRNA, Digital PCR EvaGreen QuantiNova QlAcuity QlAcuity
LNA PCR IncRNA Reverse EG PCR Kit
Transcription
Kit
QlAcuity >1.3 million
OneStep QuantiNova
Advanced LNA PCR
Probe Kit Assays
covering all
Real-time SYBR Green  QuantiNova QuantiNova human, >400 GeneGlobe
qPCR Reverse SYBR Green mouse, rat QuantiNova
Transcription PCR Kit ENSEMBL LNA PCR
Kit transcripts Focus Panels
. Custom
QuantiNova QuantiNova
SYBR Green LNA PCR
RT-PCR Kit Panels

miRCURY miRNA Digital PCR EvaGreen
LNA PCR
Real-time SYBR Green
qPCR

miRCURY
LNA RT Kit

QlAcuity EG

PCR Kit

miRCURY
LNA SYBR
Green PCR
Kit

>30,000
miRCURY
LNA PCR
Assays
covering all
species

Custom
miRCURY
LNA PCR
Assays

QlAcuity
>50 GeneGlobe
miRCURY
LNA PCR

Focus Panels

Custom miR-
CURY LNA
PCR Panels

Explore the RNA Universe 02/2023
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https://www.qiagen.com/products/discovery-and-translational-research/pcr-qpcr-dpcr/real-time-pcr-enzymes-and-kits/reverse-transcription-cdna-synthesis-qpcr/quantinova-reverse-transcription-kit/
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https://www.qiagen.com/products/discovery-and-translational-research/pcr-qpcr-dpcr/dpcr-assays-kits-and-instruments/dpcr-kits/qiacuity-onestep-advanced-probe-kit/
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https://www.qiagen.com/products/discovery-and-translational-research/pcr-qpcr-dpcr/qpcr-assays-and-instruments/mrna-incrna-qpcr-assays-panels/quantinova-lna-pcr-focus-panels/?catno=249950
https://www.qiagen.com/products/discovery-and-translational-research/pcr-qpcr-dpcr/qpcr-assays-and-instruments/mrna-incrna-qpcr-assays-panels/quantinova-lna-pcr-focus-panels/?catno=249950
https://www.qiagen.com/products/discovery-and-translational-research/pcr-qpcr-dpcr/qpcr-assays-and-instruments/mrna-incrna-qpcr-assays-panels/quantinova-lna-pcr-focus-panels/?catno=249950
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Expert-curated genomic knowledge, together with
bioinformatics software and services, for actionable insight

Bioinformatics solutions

IIIIII
XX

CLC Genomics Workbench
e Enables comprehensive analysis and visualization of data from all major

NGS platforms

Ingenuity Pathway Analysis (IPA)
e Provides integrative analysis and visualization capabilities that enable
biologically meaningful interpretation of complex ‘omics data with

evidence-backed insights

@ Complete workflow design

GeneGlobe Design & Analysis Hub
e Quickly and easily explore targets in their scientific context
e Find and customize the right products to study those targets
e Analyze the data and plan your follow-up studies based on
insights gained from embedded PCR and NGS analysis pipelines
e Includes the RNA-seq Analysis Portal (RAP) for all QlAseq
miRNA-seq and RNA-seq Kits

Did you know?

You can download one of our expertly designed
signaling pathway posters for display in your office or
lab. Just watch our short video clips that show how

GeneGlobe supports each step of the research cycle.

Then take the fun quiz to gain entry and retrieve your

favorite poster.
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U Expert research project services

Genomic Services
e Extend your in-house resources quickly and conveniently
e Ensure your data is high quality using our expertise
and tailored services
e Get support with just the time-consuming parts of your project
or with your entire Sample to Insight journey
with our unique spectrum of innovative technologies

e Benefit from expert consultation and make the best decisions

to achieve your goal

Let us support your project every step of the way

Consultation Sample
for design submission

Next-generation

Complete data
analysis

Library prep

sequencing
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@ Visit our RNA resource center and advance your exploration of the RNA universe.

For up-to-date licensing information and product-specific disclaimers, see the respective QIAGEN kit handbook or user manual. QIAGEN kit handbooks and user manuals
are available at www.giagen.com or can be requested from QIAGEN Technical Services or your local distributor.
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RNeasy Mini Kit
For purification of total RNA from animal cells, animal tissues, bacteria, and yeast, and for

RNA cleanup

RNeasy Protect Mini Kit
For immediate stabilization of RNA in harvested animal tissues and subsequent total RNA
purification

RNeasy Plant Mini Kit
For purification of total RNA from plants and filamentous fungi

Sample to Insight
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Kit Contents

RNeasy Mini Kit (50) (250)
Catalog no. 74104 74106
Number of preps 50 250
RNeasy Mini Spin Columns (pink) 50 250
Collection Tubes (1.5 ml) 50 250
Collection Tubes (2 ml)* 50 250
Buffer RLT*? 45 ml 220 ml
Buffer RW1T 45 ml 220 ml
Buffer RPE* (concentrate) 11 ml 55 ml
RNAse-Free Water 10 ml 50 ml
Quick-Start Protocol 2 2
RNeasy Protect Mini Kit (50) (250)
Catalog no. 74124 74126
Number of preps 50 250
RNAprotect® Tissue Reagent* 50 ml 250 ml
RNeasy Mini Spin Columns (pink) 50 250
Collection Tubes (1.5 ml) 50 250
Collection Tubes (2 ml)* 50 250
Buffer RLT*? 45 ml 220 ml
Buffer RW11 45 ml 220 ml
Buffer RPE* (concentrate) 11 ml 55 ml
RNAse-Free Water 10 ml 50 ml

Quick-Start Protocol

* Also available separately. See page 93 for ordering information.

T Contains a guanidine salt. Not compatible with disinfectants containing bleach. See page 7 for safety information.
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# Before using for the first time, add 4 volumes of ethanol (96-100%) as indicated on the bottle to obtain a working
solution.

RNeasy Plant Mini Kit (50)
Catalog no. 74904
Number of preps 50
RNeasy Mini Spin Columns (pink) 50

Collection Tubes (1.5 ml) 50

Buffer RLT** 45 ml

Buffer RW 11 45 ml

RNAse-Free Water 10 ml

* Also available separately. See page 93 for ordering information.

 Contains a guanidine salt. Not compatible with disinfectants containing bleach. See page 7 for safety information.

# Before using for the first time, add 4 volumes of ethanol (96-100%) as indicated on the bottle to obtain a working
solution.

(€]
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Storage

The RNeasy Mini Kit, RNeasy Protect Mini Kit (including RNAprotect Tissue Reagent), and
RNeasy Plant Mini Kit should be stored dry at room temperature (15-25°C) and are stable for

at least @ months under these conditions, if not otherwise stated on the label.

Storage of RNAprotect Reagent at lower temperatures may cause precipitation. Before use,

redissolve the precipitate by heating to 37°C with agitation.

Intended Use

The RNeasy Mini Kit is intended for molecular biology applications. This product is not

intended for the diagnosis, prevention, or treatment of a disease.

6 RNeasy Mini Handbook 04/2023



Safety Information

When working with chemicals, always wear a suitable lab coat, disposable gloves, and
protective goggles. For more information, please consult the appropriate safety data sheets
(SDSs). These are available online in convenient and compact PDF format at
www.qiagen.com/safety where you can find, view, and print the SDS for each QIAGEN kit

and kit component.

CAUTION
DO NOT add bleach or acidic solutions directly to the

sample-preparation waste.

Buffer RLT contains guanidine thiocyanate, Buffer RLC contains guanidine hydrochloride, and
Buffer RW1 contains a small amount of guanidine thiocyanate. Guanidine salts can form
highly reactive compounds when combined with bleach. If liquid containing these buffers is
split, clean with suitable laboratory detergent and water. If the spilt liquid contains potentially
infectious agents, clean the affected area first with laboratory detergent and water, and then

with 1% (v/v) sodium hypochlorite.

Quality Control

In accordance with QIAGEN's ISO-certified Quality Management System, each lot of RNeasy
Mini Kit, RNeasy Protect Mini Kit, and RNeasy Plant Mini Kit is tested against predetermined

specifications to ensure consistent product quality.
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Introduction

The RNeasy Mini Handbook provides protocols for use with the following kits:

® RNeasy Mini Kit — for purification of total RNA from animal cells, animal tissues, and
yeast, and for cleanup of RNA from crude RNA preps and enzymatic reactions (e.g.,
DNase digestion, proteinase digestion, RNA ligation, and labeling reaction)

® RNeasy Protect Mini Kit — for immediate stabilization of RNA in harvested animal tissues
and subsequent purification of total RNA

e RNeasy Plant Mini Kit — for purification of total RNA from plant cells and tissues and

filamentous fungi

The RNeasy Mini Kit can also be used to purify total RNA from bacteria. In this case, we
strongly recommend using the kit in combination with RNAprotect® Bacteria Reagent (available
separately), which provides in vivo stabilization of RNA in bacteria to ensure reliable gene
expression analysis. Various protocols for stabilizing and purifying RNA from different
bacteria species are included in the RNAprotect Bacteria Reagent Handbook. The RNeasy
Mini Kit and RNAprotect Bacteria Reagent can also be purchased together as the RNeasy
Protect Bacteria Mini Kit. For ordering information, see page 93. It is also possible to use the
RNeasy Mini Kit to purify cytoplasmic RNA from animal cells. The protocol can be downloaded
at https://www.qiagen.com/de-de/products/discovery-and-translational-research /dna-rna-

purification/rna-purification/total-rna/rneasy-kits.

The RNeasy Kits are designed to purify RNA from small amounts of starting material. They
provide a fast and simple method for preparing up to 100 pg total RNA per sample. The

purified RNA is ready for use in downstream applications such as:

RT-PCR and realtime RT-PCR
Differential display

cDNA synthesis

Northern, dot, and slot blot analyses

Primer extension
Poly A+ RNA selection
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® RNAse/S1 nuclease protection

® Microarrays

The RNeasy Kits allow the parallel processing of multiple samples in less than 30 min.
Time-consuming and tedious methods, such as CsCl step-gradient ultracentrifugation and
alcohol precipitation, or methods involving the use of toxic substances, such as phenol and/or

chloroform, are replaced by the RNeasy procedure.
Principle and procedure
RNA purification using RNeasy technology

The RNeasy procedure represents a well-established technology for RNA purification. This
technology combines the selective binding properties of a silica-based membrane with the
speed of microspin technology. A specialized high-salt buffer system allows up to 100 pg of
RNA longer than 200 bases to bind to the RNeasy silica membrane. Biological samples are
first lysed and homogenized in the presence of a highly denaturing guanidine-thiocyanate-
containing buffer, which immediately inactivates RNAses to ensure purification of intact RNA.
Ethanol is added to provide appropriate binding conditions, and the sample is then applied
to an RNeasy Mini spin column, where the total RNA binds to the membrane and contaminants

are efficiently washed away. High-quality RNA is then eluted in 30-100 pl water.

With the RNeasy procedure, all RNA molecules longer than 200 nucleotides are purified. The
procedure provides an enrichment for mRNA since most RNAs <200 nucleotides (such as 5.8S
rRNA, 55 rRNA, and RRNAs, which together comprise 15-20% of total RNA) are selectively
excluded. The size distribution of the purified RNA is comparable to that obtained by
centrifugation through a CsCl cushion, where small RNAs do not sediment efficiently. In this
handbook, different protocols are provided for different starting materials. The protocols differ
primarily in the lysis and homogenization of the sample and in the adjustment of the conditions
for binding RNA to the RNeasy membrane. Once the sample is bound to the membrane, the

protocols are similar (see Figure 1, page 10).
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RNeasy Mini RNeasy Protect RNeasy Plant

Procedure Mini Procedure Mini Procedure
Cells Animal tissue Plant or fungal
material
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Add ethanol
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Wash 3x
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ot 3 it -3 ot — amt

Total RNA

Figure 1. RNeasy Mini, RNeasy Protect Mini, and RNeasy Plant Mini procedures.
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RNA stabilization using RNAprotect technology

RNA stabilization is an absolute prerequisite for reliable gene expression analysis. Immediate
stabilization of RNA in biological samples is necessary because, directly after harvesting the
samples, changes in the gene expression pattern occur due to specific and nonspecific RNA
degradation as well as to transcriptional induction. Such changes need to be avoided for all
reliable quantitative gene expression analyses, such as microarray analyses, quantitative
RT-PCR, such as TagMan® and LightCycler® technology, and other nucleic acid-based

technologies.

The RNeasy Protect Mini Kit is supplied with RNAprotect Tissue Reagent, which represents a
novel technology for the immediate preservation of the gene expression pattern in animal
tissues, enabling reliable gene expression analysis. After harvesting, tissues are immediately
submerged in RNAprotect Tissue Reagent, which rapidly permeates the tissues to stabilize and
protect cellular RNA in situ. The reagent preserves RNA for up to 1 day at 37°C, 7 days at
15-25°C, or 4 weeks at 2-8°C, allowing transportation, storage, and shipping of samples
without ice or dry ice. Alternatively, the samples can be archived at -30 to —15°C or =90 to
-65°C. During storage or transport in RNAprotect Tissue Reagent, even at elevated
temperatures (e.g., room temperature or 37°C), the cellular RNA remains intact and
undegraded. RNAprotect technology allows large numbers of samples to be easily processed
and replaces inconvenient, dangerous, and equipmentintensive methods, such as
snap-freezing of samples in liquid nitrogen, storage at =90 to -65°C, cutting and weighing

on dry ice, or immediate processing of harvested samples.

Note: RNAprotect Tissue Reagent is not for stabilization of RNA in animal cells, whole blood,

plasma, or serum.
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Description of protocols
Purification of Total RNA from Animal Cells Using Spin Technology

Upto 1 x 107 cells, depending on the cell line, are disrupted in Buffer RLT and homogenized.
An overview of disruption and homogenization methods is given on page 22. Ethanol is then
added to the lysate, creating conditions that promote selective binding of RNA to the RNeasy
membrane. The sample is then applied to the RNeasy Mini spin column. Total RNA binds to
the membrane, contaminants are efficiently washed away, and high-quality RNA is eluted in
RNAse-free water. All bind, wash, and elution steps are performed by centrifugation in a

microcentrifuge.
Purification of Total RNA from Animal Cells Using Vacuum/Spin Technology

Up to 1 x 10° cells, depending on the cell line, are disrupted in Buffer RLT and homogenized.
An overview of disruption and homogenization methods is given on page 22. Ethanol is then
added to the lysate, creating conditions that promote selective binding of RNA to the RNeasy
membrane. The sample is then applied to the RNeasy Mini spin column. Total RNA binds to
the membrane, contaminants are efficiently washed away, and high-quality RNA is eluted in
RNAse-free water. The bind and wash steps are performed on a QlAvac 24, QlAvac 24 Plus,
or QlAvac 6S vacuum manifold, and the final elution step is performed by centrifugation in a

microcentrifuge.
Stabilization of RNA in Harvested Animal Tissues
This protocol describes how to stabilize RNA in harvested animal tissues using RNAprotect

Tissue Reagent. Purification of total RNA from the stabilized tissues can be subsequently carried

out according to “Protocol: Purification of Total RNA from Animal Tissues” (page 45).
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Purification of Total RNA from Animal Tissues

Fresh, frozen, or RNAprotect stabilized tissue (up to 30 mg, depending on the tissue type) is
disrupted in Buffer RLT and homogenized. An overview of disruption and homogenization
methods is given on page 22. Ethanol is then added to the lysate, creating conditions that
promote selective binding of RNA to the RNeasy membrane. The sample is then applied to the
RNeasy Mini spin column. Total RNA binds to the membrane, contaminants are efficiently

washed away, and high-quality RNA is eluted in RNAse-free water.
Purification of Total RNA from Yeast

This protocol is for the purification of total RNA from up to 5 x 107 yeast cells. Two alternative
methods of disrupting yeast cell walls are provided: enzymatic lysis or mechanical disruption.
In general, both methods function equally well. For some applications, enzymatic lysis might
be preferable since no additional laboratory equipment is required. Mechanical disruption,
however, is well-suited for time-course experiments where enzymatic digestion incubations are

not practical.

The enzymatic lysis method uses zymolase or lyticase digestion of the cell walls to convert cells
to spheroplasts, which are then used in the RNeasy procedure. For samples of up to 5 x 107
yeast cells, spheroplasts are separated from the digestion mixture by centrifugation before
being lysed. For samples of up to 2 x 107 yeast cells, the digestion mixture is used directly in
the RNeasy procedure without prior separation of the spheroplasts. After addition of Buffer
RLT and ethanol, samples are loaded onto the RNeasy Mini spin column. Total RNA binds to
the RNeasy membrane, contaminants are efficiently washed away, and high-quality RNA is

eluted in RNase-free water.
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Using the mechanical disruption method, yeast cells are lysed and homogenized by high-speed
agitation in the Tissuelyser or other bead mill in the presence of glass beads and Buffer RLT.
Ethanol is added to the lysate, creating conditions that promote selective binding of RNA to
the RNeasy membrane. The sample is then applied to the RNeasy Mini spin column. Total
RNA binds to the membrane, contaminants are efficiently washed away, and high-quality RNA

is eluted in RNase-free water.
Purification of Total RNA from Plant Cells and Tissues and Filamentous Fungi

Up to 100 mg of sample is first ground in liquid nitrogen and then lysed under highly
denaturing conditions. The RNeasy Plant Mini Kit provides a choice of lysis buffers: Buffer RLT
and Buffer RLC, which contain guanidine thiocyanate and guanidine hydrochloride,
respectively. The higher cell disruption and denaturing properties of Buffer RLT frequently make
it the buffer of choice. However, some tissues, such as milky endosperm of maize or mycelia
of filamentous fungi, solidify in Buffer RLT, making the extraction of RNA impossible. In these
cases, Buffer RLC should be used instead. After lysis with either buffer, samples are centrifuged
through a QlAshredder homogenizer. This simultaneously removes insoluble material and
reduces the viscosity of the lysates by disrupting gelatinous material often formed in plant and
fungal lysates. Ethanol is added to the cleared lysate, creating conditions which promote
selective binding of RNA to the RNeasy membrane. The sample is then applied to the RNeasy
Mini spin column. Total RNA binds to the membrane, contaminants are efficiently washed

away, and high-quality RNA is eluted in RNAse-free water.
RNA Cleanup

This protocol can be used to purify RNA from enzymatic reactions (e.g., DNase digestion,
RNA labeling) or to desalt RNA samples (up to 100 pg RNA). Buffer RLT and ethanol are
added to the sample to create conditions that promote selective binding of RNA to the RNeasy
membrane. The sample is then applied to the RNeasy Mini spin column. Total RNA binds to
the membrane, contaminants are efficiently washed away, and high-quality RNA is eluted in

RNAse-free water.
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Equipment and Reagents to Be Supplied by User

When working with chemicals, always wear a suitable lab coat, disposable gloves, and
protfective goggles. For more information, consult the appropriate safety data sheets (SDSs),

available from the product supplier.
For all protocols

14.3 M B-mercaptoethanol (B-ME) (commercially available solutions are usually 14.3 M)
Sterile, RNAse-free pipette tips

Microcentrifuge (with rotor for 2 ml tubes)

96-100% ethanol*

Disposable gloves

Equipment for sample disruption and homogenization (see page 22). Depending on the

method chosen, one or more of the following are required:

Trypsin and PBS

QlAshredder homogenizer (see ordering information, page 93)
Blunt needle and syringe

Mortar and pestle

Tissuelyser (see ordering information, page 93)

O 0O O O O O

Rotor—stator homogenizer
For RNA purification from animal cells

® 70% ethanol*

* Do not use denatured alcohol, which contains other substances such as methanol or methylethylketone.
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For RNA purification from animal cells using vacuum technology

QlAvac 24 (no longer available); QlAvac 24 Plus (cat. no. 19413); QlAvac 6S (cat. no.
19503) with the QlAvac Luer Adapter Set (cat. no. 19541); or other vacuum manifold
with luer connectors and capable of dealing with vacuum pressures of -800 to

-900 mbar

QIAGEN Vacuum Pump (see page 93 for ordering information); or other vacuum pump
capable of generating a vacuum pressure of —-800 to =900 mbar and with a capacity of
18-20 liter/min

Note: Use of insufficient vacuum pressure may reduce RNA yield and purity. The RNeasy
procedure requires higher vacuum pressures compared with other QIAGEN procedures.
Most water pumps or house vacuums do not provide sufficient vacuum pressure.
Optional: Vacuum Regulator (cat. no. 19530) to measure the pressure difference
between the inside and outside of a vacuum system

A vacuum pressure of ~800 to ~900 mbar should develop when RNeasy Mini spin
columns are used on the vacuum manifold. Vacuum pressures exceeding ~900 mbar
should be avoided. The vacuum pressure is the pressure difference between the inside of
the manifold and the atmosphere (standard atmospheric pressure: 1013 mbar or

760 mm Hg) and can be regulated and measured using a pressure gauge or vacuum
regulator. Vacuum recommendations are given in negative units to indicate the required
reduction in pressure with respect o the atmosphere.

Optional: VacConnectors (cat. no. 19407)

These disposable connectors fit between the RNeasy Mini spin columns and the luer
extensions on the QlAvac 24 or QlAvac 24 Plus or the QlAvac Luer Adapters on the
QIlAvac 6S. They prevent direct contact between the RNeasy Mini spin columns and luer
connectors during RNA purification, avoiding any cross-contamination between samples.

VacConnectors are discarded after single use.
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For RNA purification from animal tissues

® 70% ethanol*
e Optional: Dithiothreitol (DTT)

For RNA purification from yeast using enzymatic lysis

® 70% ethanol*

e Buffer for enzymatic lysis

® In most cases, Buffer Y1 (containing sorbitol, EDTA, B-ME, and lyticase or zymolase) can

be used. See the protocol on page 53 for details on preparing Buffer Y1.
For RNA purification from yeast using mechanical disruption

70% ethanol*
Glass beads, 0.45-0.55 mm diameter

Concentrated nitric acid, deionized water, and baking oven

Tissuelyser or other bead-mill homogenizer
For RNA purification from plants and fungi

e Lliquid nitrogen

® Mortar and pestle (alternatively, Tissuelyser or other bead-mill homogenizer)
Suppliers of equipment for disruption and homogenizationt

Rotor—stator homogenizers can be purchased from:

® BioSpec Products, Inc. (www.biospec.com): Tissue-Tearor™ homogenizer

* Do not use denatured alcohol, which contains other substances such as methanol or methylethylketone.

t This is not a complete list of suppliers and does not include many important vendors of biological supplies.
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Charles Ross & Son Company (www.mixers.com)

e KA (www.ika.de): ULTRA-TURRAX® dispersers

e KINEMATICA AG (www.kinematica.ch) or Brinkmann Instruments, Inc.
(www.brinkmann.com): POLYTRONE® laboratory dispersing devices

e Omni International, Inc. (www.omni-inc.com)
Silverson (www.silverson.com)

e VirTis (www.virtis.com)

Bead-mill homogenizers and stainless steel and tungsten carbide beads can be purchased

from:

® QIAGEN (Tissuelyser system, see page 93 for ordering information)

Glass, stainless steel, and tungsten carbide beads can be purchased from:

® Retsch (www.retsch.de)
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Important Notes

Determining the amount of starting material

It is essential to use the correct amount of starting material in order to obtain optimal RNA

yield and purity. The maximum amount that can be used is determined by:

® The type of sample and its RNA content

e The volume of Buffer RLT required for efficient lysis

e The RNA binding capacity of the RNeasy spin column

When processing samples containing high amounts of RNA, less than the maximum amount

of starting material shown in Table 1 should be used, so that the RNA binding capacity of the

RNeasy spin column is not exceeded.

Table 1. RNeasy Mini Spin Column specifications

Maximum binding capacity

Maximum loading volume

RNA size distribution RNA >200 nucleotides
Minimum elution volume 30 pl
Maximum amount of starting material
o Animal cells 1 x107*
e Animal fissues 30 mg*
o Yeast 5x107*
o Plant fissues 100 mg
o Filamentous fungi 100 mg
* For larger sample sizes, RNeasy Kits and RNeasy Protect Kits are available in midi and maxi formats. For

details, visit www.qiagen.com/RNA.
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When processing samples containing average or low amounts of RNA, the maximum amount
of starting material shown in Table 1 can be used. However, even though the RNA binding
capacity of the RNeasy spin column is not reached, the maximum amount of starting material
must not be exceeded. Otherwise, lysis will be incomplete and cellular debris may interfere
with the binding of RNA to the RNeasy spin column membrane, resulting in lower RNA yield
and purity.

More information on using the correct amount of starting material is given in each protocol.

Table 2 (page 20) shows expected RNA yields from various sources.

Note: If the binding capacity of the RNeasy spin column is exceeded, RNA yields will not be
consistent and may be reduced. If lysis of the starting material is incomplete, RNA yields will
be lower than expected, even if the binding capacity of the RNeasy spin column is not

exceeded.
Handling and storing starting material

RNA in animal and plant tissues is not protected after harvesting until the sample is treated
with  RNAprotect Tissue Reagent (animal tissues only), flash-frozen, or disrupted and
homogenized in the presence of RNAse-inhibiting or denaturing reagents. Otherwise,
unwanted changes in the gene expression profile will occur. It is therefore important that tissue
samples are immediately frozen in liquid nitrogen and stored at =90 to -65°C, or immediately

immersed in RNAprotect Tissue Reagent.

The procedures for tissue harvesting and RNA protection should be carried out as quickly as
possible. Frozen tissue samples should not be allowed to thaw during handling or weighing.
After disruption and homogenization in Buffer RLT (lysis buffer), samples can be stored at -90
to —65°C for months.

Table 2. Typical yields of total RNA with RNeasy Mini Spin Columns
Source Yield of total RNA* (pg)
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Cell cultures (1 x 10¢ cells)

Hela 15

LMH 12

Mouse/rat tissues (10 mg)

Kidney 20-30

Spleen 30-40

Lung 10-20

Saccharomyces. cerevisiae 25

Arabidopsis 35

Tomato 65

*

Amounts can vary due fo factors such as species, developmental stage, and growth conditions. Since the
RNeasy procedure enriches for mRNA and other RNA species >200 nucleotides, the total RNA yield does not include
5S rRNA, tRNA, and other low-molecular-weight RNAs, which make up 15-20% of total cellular RNA.
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Animal and yeast cells can be pelleted and then stored at =90 to ~65°C until required for RNA
purification. However, if performing RNA purification from yeast cells with enzymatic lysis,

only freshly harvested samples can be used.
Disrupting and homogenizing starting material

Efficient disruption and homogenization of the starting material is an absolute requirement for

all total RNA purification procedures. Disruption and homogenization are 2 distinct steps:

e Disruption: Complete disruption of cell walls and plasma membranes of cells and
organelles is absolutely required to release all the RNA contained in the sample.
Different samples require different methods to achieve complete disruption. Incomplete
disruption results in significantly reduced RNA vyields.

e Homogenization: Homogenization is necessary to reduce the viscosity of the lysates
produced by disruption. Homogenization shears high-molecular-weight genomic DNA
and other high-molecular-weight cellular components to create a homogeneous lysate.
Incomplete homogenization results in inefficient binding of RNA to the RNeasy spin

column membrane and therefore significantly reduced RNA yields.

Some disruption methods simultaneously homogenize the sample, while others require an
additional homogenization step. Table 3 (page 22) gives an overview of different disruption
and homogenization methods, and is followed by a detailed description of each method. This
information can be used as a guide to choose the appropriate methods for your starting

material.

Note: After storage in RNAprotect Tissue Reagent, tissues become slightly harder than fresh or
thawed fissues. Disruption and homogenization of these tissues, however, is usually not a

problem.

Table 3. Disruption and homogenization methods

Sample Disruption method Homogenization method Comments
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Animal cells

Animal tissues

Yeast

Plants and
filamentous fungi

*

Addition of lysis buffer

Tissuelyser

Rotor-stator
homogenizer

Mortar and pestle

Enzymatic digestion of
cell wall followed by
lysis of spheroplasts

Tissuelyser with glass

beads

Mortar and pestle

Rotor-stator homogenizer or
QlAshredder homogenizer*
or syringe and needle

Tissuelyser

Rotor—stator homogenizer

QlAshredder homogenizer*

or syringe and needle

Vortexing

Tissuelyser with glass beads

QlAshredder homogenizer*

If processing <1 x 10° cells,
lysate can be homogenized by
vortexing

The Tissuelyser gives results
comparable to using a rotor—
stator homogenizer

Simultaneously disrupts and
homogenizes

Rotor—stator homogenizer usually
gives higher yields than mortar
and pestle

Tissuelyser simultaneously disrupts
and homogenizes; cannot be
replaced by vortexing

Mortar and pestle cannot be
replaced by rotor—stator
homogenizer

QlAshredder homogenizers are supplied in the RNeasy Plant Mini Kit and can be purchased separately for

use with the RNeasy Mini Kit or RNeasy Protect Mini Kit. See page 93 for ordering information.

Disruption and homogenization using the Tissuelyser system

In bead-milling, cells and tissues can be disrupted by rapid agitation in the presence of beads

and lysis buffer. Disruption and simultaneous homogenization occur by the shearing and crushing

action of the beads as they collide with the cells. Disruption efficiency is influenced by:

® Size and composition of beads

Ratio of buffer to beads

Amount of starting material

Disintegration time
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For animal tissues, the optimal beads are 3-7 mm diameter stainless steel beads, and for yeast
cells, the optimal beads are 0.5 mm diameter glass beads. It is essential that glass beads are
prewashed in concentrated nitric acid. All other disruption parameters must be determined
empirically for each application. The protocol for RNA purification from yeast (page 53)
describes how to perform mechanical disruption of yeast cells with glass beads. For guidelines
on disruption and homogenization of animal tissues using the Tissuelyser system, refer to the
Tissuelyser Handbook. For other bead mills, please refer to suppliers’ guidelines for further

details.

Plant tissues can be disrupted using the Tissuelyser in combination with stainless steel or
tungsten carbide beads. In this case, plant material, beads, and disruption vessels must all be

precooled in liquid nitrogen, and disruption is performed without lysis buffer.
Disruption and homogenization using rotor-stator homogenizers

Rotor—stator homogenizers thoroughly disrupt and simultaneously homogenize, in the presence
of lysis buffer, single samples of animal tissues in 15-90 s depending on the toughness and
size of the sample. Rotor—stator homogenizers can also be used to homogenize cell lysates.
The rotor turns at a very high speed, causing the sample to be disrupted and homogenized by
a combination of turbulence and mechanical shearing. Foaming of the sample should be kept
to a minimum by using properly sized vessels, keeping the tip of the homogenizer submerged,
and holding the immersed tip to the side of the tube. Rotor—stator homogenizers are available
in different sizes and operate with differently sized probes. Probes with diameters of 5 mm
and 7 mm are suitable for volumes up to 300 pl and can be used for homogenization in
microcentrifuge tubes. Probes with a diameter of 10 mm or above require larger tubes. In
addition, round-bottomed tubes allow more efficient homogenization than conical-bottomed

tubes.
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Disruption using a mortar and pestle

For disruption using a mortar and pestle, freeze the animal or plant tissue immediately in liquid
nitrogen and grind to a fine powder under liquid nitrogen. Transfer the suspension (tissue
powder and liquid nitrogen) into a liquid-nitrogen—cooled, appropriately sized tube and allow
the liquid nitrogen to evaporate without allowing the sample to thaw. Add lysis buffer and
continue as quickly as possible with the homogenization according to one of the 2 methods

below.

Note: Grinding the sample using a mortar and pestle will disrupt the sample, but will not

homogenize it. Homogenization must be performed afterwards.
Homogenization using QlAshredder homogenizers

Using QlAshredder homogenizers is a fast and efficient way to homogenize cell and tissue
lysates without cross-contamination of samples. Up to 700 pl of lysate is loaded onto a
QlAshredder spin column placed in a 2 ml collection tube, and spun for 2 min at maximum
speed in a microcentrifuge. The lysate is homogenized as it passes through the spin column.
QIAshredder spin columns are supplied in the RNeasy Plant Mini Kit and can be purchased
separately for use with the RNeasy Mini Kit and RNeasy Protect Mini Kit. See page 93 for

ordering information.

Homogenization using a syringe and needle

Cell and tissue lysates can be homogenized using a syringe and needle. Lysate is passed
through a 20-gauge (0.9 mm) needle attached to a sterile plastic syringe at least 5-10 times

or until a homogeneous lysate is achieved. Increasing the volume of lysis buffer may be

required to facilitate handling and minimize loss.
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Eliminating genomic DNA contamination

Generally, DNase digestion is not required with RNeasy Kits since RNeasy silica-membrane
technology efficiently removes most of the DNA without DNase treatment. However, further
DNA removal may be necessary for certain RNA applications that are sensitive to very small
amounts of DNA (e.g., TagMan RT-PCR analysis with a low-abundance target). In these cases,
residual DNA can be removed by optional on-column DNase digestion using the RNAse-Free
DNase Set (see Appendix D, page 84). The DNase is efficiently removed in subsequent wash
steps. Alternatively, residual DNA can be removed by a DNase digestion after RNA
purification (see Appendix E, page 87). The DNase digestion can then be cleaned up, if
desired, using “Protocol: RNA Cleanup” (page 67).

The RNeasy Plus Mini Kit, which is designed for RNA purification from animal cells and tissues,
integrates unique gDNA Eliminator spin columns with RNeasy technology. Genomic DNA is
effectively removed in a single, rapid centrifugation step, avoiding the need for DNase

digestion. See page 93 for ordering information.

If the purified RNA will be used in realtime, two-step RT-PCR, we recommend using the
QuantiTect® Reverse Transcription Kit. The kit provides a fast and convenient procedure,
enabling ¢cDNA synthesis and genomic DNA removal in only 20 min. For ordering

information, see page 93.
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Protocol: Purification of Total RNA from Animal
Cells Using Spin Technology

This protocol requires the RNeasy Mini Kit.
Determining the correct amount of starting material

It is essential to use the correct amount of starting material in order to obtain optimal RNA
yield and purity. The minimum amount is generally 100 cells, while the maximum amount

depends on:

e The RNA content of the cell type
e The RNA binding capacity of the RNeasy spin column (100 pg RNA)
® The volume of Buffer RLT required for efficient lysis (the maximum volume of Buffer RLT

that can be used limits the maximum amount of starting material to 1 x 107 cells)

RNA content can vary greatly between cell types. The following examples illustrate how to

determine the maximum amount of starting material:

® COS cells have high RNA content (approximately 35 pg RNA per 10¢ cells). Do not use
more than 3 x 10¢ cells, otherwise the RNA binding capacity of the RNeasy spin column
will be exceeded.

e Hela cells have average RNA content (approximately 15 pg RNA per 106 cells). Do not
use more than 7 x 10¢ cells, otherwise the RNA binding capacity of the RNeasy spin
column will be exceeded.

e NIH/3T3 cells have low RNA content (approximately 10 pg RNA per 10° cells). The

maximum amount of starting material (1 x 107 cells) can be used.
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If processing a cell type not listed in Table 2 (page 20) and if there is no information about its
RNA content, we recommend starting with no more than 3-4 x 10° cells. Depending on RNA

yield and purity, it may be possible to increase the cell number in subsequent preparations.
Do not overload the RNeasy spin column, as this will significantly reduce RNA yield and purity.

Counting cells is the most accurate way to quantitate the amount of starting material. As a
guide, the number of Hela cells obtained in various culture vessels after confluent growth is

given in Table 4.

Table 4. Growth area and number of Hela cells in various culture vessels

Cell-culture vessel Growth area (cm?)* Number of cellst

Multiwell-plates

96-well 0.32-0.6 4-5 x 10*
48-well 1 1x10°
24-well 2 2.5x10°
12-well 4 5x10°
6-well 9.5 1 x10°
Dishes

35 mm 8 1x10¢
60 mm 21 2.5x10¢
100 mm 56 7 x 10°
145-150 mm 145 2x107
Flasks

40-50 ml 25 3x10°
250-300 ml 75 1x107
650-750 ml 162-175 2x107

* Per well, if multiwell plates are used; varies slightly depending on the supplier.

T Cell numbers are given for Hela cells (approximate length = 15 pm), assuming confluent growth. Cell numbers will
vary for different kinds of animal cells, which vary in length from 10 to 30 pm.
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Important points before starting

® If using the RNeasy Kit for the first time, read “Important Notes” (page 19).

e If working with RNA for the first time, read Appendix A (page 73).
Cell pellets can be stored at =90 to —65°C for later use or used directly in the procedure.
Determine the number of cells before freezing. Frozen cell pellets should be thawed
slightly so that they can be dislodged by flicking the tube in step 2. Homogenized cell
lysates from step 3 can be stored at —90 to ~65°C for several months. Frozen lysates
should be incubated at 37°C in a water bath until completely thawed and salts are
dissolved. Avoid prolonged incubation, which may compromise RNA integrity. If any
insoluble material is visible, centrifuge for 5 min at 3000-5000 x g. Transfer supernatant
to a new RNAse-free glass or polypropylene tube, and continue with step 4. Buffer RLT
may form a precipitate upon storage. If necessary, redissolve by warming, and then
place at room temperature.

e Buffer RLT and Buffer RW1 contain a guanidine salt and are therefore not compatible
with disinfecting reagents containing bleach. See page 7 for safety information.

® Perform all steps of the procedure at room temperature. During the procedure, work
quickly.

® Perform all centrifugation steps at 20-25°C in a standard microcentrifuge. Ensure that

the centrifuge does not cool below 20°C.
Things to do before starting

e |If purifying RNA from cell lines rich in RNAses, we recommend adding
B-mercaptoethanol (B-ME) to Buffer RLT before use. Add 10 pl B-ME per 1 ml Buffer RLT.
Dispense in a fume hood and wear appropriate protective clothing. Buffer RLT containing
B-ME can be stored at room temperature for up to 1 month.

e Buffer RPE is supplied as a concentrate. Before using for the first time, add 4 volumes of
ethanol (96-100%) as indicated on the bottle to obtain a working solution.

e |If performing optional on-column DNase digestion, prepare DNase | stock solution as

described in Appendix D (page 84).
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Procedure

1. Harvest cells according to step 1a or 1b.

30

la.

Cells grown in suspension (do not use more than 1 x 107 cells):

Determine the number of cells. Pellet the appropriate number of cells by centrifuging
for 5 min at 300 x g in a centrifuge tube (not supplied). Carefully remove all
supernatant by aspiration, and proceed to step 2.

Note: Incomplete removal of cell-culture medium will inhibit lysis and dilute the
lysate, affecting the conditions for binding of RNA to the RNeasy membrane. Both
effects may reduce RNA yield.

Cells grown in a monolayer (do not use more than 1 x 107 cells):

Cells can be either lysed directly in the cell-culture vessel (up to 10 cm diameter) or
trypsinized and collected as a cell pellet prior to lysis. Cells grown in cell-culture
flasks should always be trypsinized.

To lyse cells directly:

Determine the number of cells. Completely aspirate the cell-culture medium, and
proceed immediately to step 2.

Note: Incomplete removal of cell-culture medium will inhibit lysis and dilute the
lysate, affecting the conditions for binding of RNA to the RNeasy membrane. Both
effects may reduce RNA yield.

To trypsinize and collect cells:

Determine the number of cells. Aspirate the medium, and wash the cells with PBS.
Aspirate the PBS, and add 0.1-0.25% trypsin in PBS. After the cells detach from
the dish or flask, add medium (containing serum to inactivate the trypsin), transfer
the cells to an RNAse-free glass or polypropylene centrifuge tube (not supplied),
and centrifuge at 300 x g for 5 min. Completely aspirate the supernatant, and
proceed to step 2.

Note: Incomplete removal of cell-culture medium will inhibit lysis and dilute the
lysate, affecting the conditions for binding of RNA to the RNeasy membrane. Both
effects may reduce RNA yield.
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2. Disrupt the cells by adding Buffer RLT.
For pelleted cells, loosen the cell pellet thoroughly by flicking the tube. Add the

appropriate volume of Buffer RLT (see Table 5). Vortex or pipet to mix, and proceed to

step 3.

Note: Incomplete loosening of the cell pellet may lead to inefficient lysis and reduced

RNA yields.
Table 5. Volumes of Buffer RLT for lysing pelleted cells

Number of pelleted cells Volume of Buffer RLT (pl)
<5x10° 350
5x10°-1x107 600

For direct lysis of cells grown in a monolayer, add the appropriate volume of Buffer RLT (see
Table 6) to the cell-culture dish. Collect the lysate with a rubber policeman. Pipet the lysate
info a microcentrifuge tube (not supplied). Vortex or pipet to mix, and ensure that no cell

clumps are visible before proceeding to step 3.

Table 6. Volumes of Buffer RLT for direct cell lysis

Dish diameter (cm) Volume of Buffer RLT (pl)*
<b 350
6-10 600

* Regardless of the cell number, use the buffer volumes indicated to completely cover the surface of the dish.

3. Homogenize the lysate according to step 3a, 3b, or 3c.
See “Disrupting and homogenizing starting material”, page 22, for more details on
homogenization. If processing <1 x 10 cells, homogenize by vortexing for 1 min. After

homogenization, proceed to step 4.
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Note: Incomplete homogenization leads to significantly reduced RNA yields and can
cause clogging of the RNeasy spin column. Homogenization with a rotor—stator or
QlAshredder homogenizer generally results in higher RNA yields than with a syringe
and needle.
3a. Pipet the lysate directly into a QlAshredder spin column placed in a 2 ml collection
tube, and centrifuge for 2 min at full speed. Proceed to step 4.
3b. Homogenize the lysate for 30 s using a rotor—stator homogenizer. Proceed to
step 4.
3c. Pass the lysate at least 5 times through a blunt 20-gauge needle (0.9 mm diameter)
fitted to an RNAse-free syringe. Proceed to step 4.

4. Add 1 volume of 70% ethanol to the homogenized lysate, and mix well by pipetting.
Important: Do not centrifuge.

Note: The volume of lysate may be less than 350 pl or 600 pl due to loss during
homogenization.

Note: When purifying RNA from certain cell lines, precipitates may be visible after
addition of ethanol. This does not affect the procedure.

5. Transfer up to 700 pl of the sample, including any precipitate that may have formed, to
an RNeasy spin column placed in a 2 ml collection tube (supplied). Close the lid gently,
and centrifuge for 15 s at 28000 x g (>10,000 rpm). Discard the flow-through. *

Reuse the collection tube in step 6.

If the sample volume exceeds 700 pl, centrifuge successive aliquots in the same RNeasy
spin column. Discard the flow-through after each centrifugation.*

Optional: If performing optional on-column DNase digestion (see “Eliminating genomic
DNA contamination”, page 26), follow Appendix D (page 84), steps 1-4, after

performing this step.

* Flow-through contains Buffer RLT or Buffer RW1 and is therefore not compatible with bleach. See page 6 for safety
information.
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6. Add 700 pl Buffer RW1 to the RNeasy spin column. Close the lid gently, and centrifuge
for 15 s at 28000 x g (>10,000 rpm) to wash the spin column membrane. Discard the
flow-through.”

Reuse the collection tube in step 7.

Note: After centrifugation, carefully remove the RNeasy spin column from the collection
tube so that the column does not contact the flow-through. Be sure to empty the collection
tube completely.

Skip this step if performing optional on-column DNase digestion (page 84).

7. Add 500 pl Buffer RPE to the RNeasy spin column. Close the lid gently, and centrifuge
for 15 s at 28000 x g (>10,000 rpm) to wash the spin column membrane. Discard the
flow-through.

Reuse the collection tube in step 8.
Note: Buffer RPE is supplied as a concentrate. Ensure that ethanol is added to Buffer RPE
before use (see “Things to do before starting”).

8. Add 500 pl Buffer RPE to the RNeasy spin column. Close the lid gently, and centrifuge
for 2 min at 28000 x g (>10,000 rpm) to wash the spin column membrane.

The long centrifugation dries the spin column membrane, ensuring that no ethanol is
carried over during RNA elution. Residual ethanol may interfere with downstream
reactions.

Note: After centrifugation, carefully remove the RNeasy spin column from the collection
tube so that the column does not contact the flow-through. Otherwise, carryover of
ethanol will occur.

9. Optional: Place the RNeasy spin column in a new 2 ml collection tube (supplied), and
discard the old collection tube with the flow-through. Close the lid gently, and centrifuge
at full speed for 1 min.

Perform this step to eliminate any possible carryover of Buffer RPE, or if residual

flow-through remains on the outside of the RNeasy spin column after step 8.

* Flow-through contains Buffer RLT or Buffer RW1 and is therefore not compatible with bleach. See page 6 for safety
information.
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10. Place the RNeasy spin column in a new 1.5 ml collection tube (supplied). Add 30-50 pl
RNAse-free water directly to the spin column membrane. Close the lid gently, and
centrifuge for 1 min at 28000 x g (>10,000 rpm) to elute the RNA.

11. If the expected RNA vyield is >30 pg, repeat step 10 using another 30-50 pl RNAse-free
water, or using the eluate from step 10 (if high RNA concentration is required). Reuse the
collection tube from step 10.

If using the eluate from step 10, the RNA yield will be 15-30% less than that obtained
using a second volume of RNAse-free water, but the final RNA concentration will be

higher.
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Protocol: Purification of Total RNA from Animal
Cells Using Vacuum/Spin Technology

This protocol requires the RNeasy Mini Kit.

Determining the correct amount of starting material

See "Determining the correct amount of starting material”, page 27.
Important points before starting

e |If using the RNeasy Kit for the first time, read “Important Notes” (page 19). If working
with RNA for the first time, read Appendix A (page 73).

e Cell pellets can be stored at =90 to —65°C for later use or used directly in the procedure.
Determine the number of cells before freezing. Frozen cell pellets should be thawed
slightly so that they can be dislodged by flicking the tube in step 2. Homogenized cell
lysates from step 3 can be stored at =90 to ~65°C for several months. Frozen lysates
should be incubated at 37°C in a water bath until completely thawed and salts are
dissolved. Avoid prolonged incubation, which may compromise RNA integrity. If any
insoluble material is visible, centrifuge for 5 min at 3000-5000 x g. Transfer supernatant
to a new RNAse-free glass or polypropylene tube, and continue with step 4.

e Buffer RLT may form a precipitate upon storage. If necessary, redissolve by warming, and
then place at room temperature.

e Buffer RLT and Buffer RW1 contain a guanidine salt and are therefore not compatible
with disinfecting reagents containing bleach. See page 7 for safety information.

® Perform all steps of the procedure at room temperature. During the procedure, work
quickly.

® Perform all centrifugation steps at 20-25°C in a standard microcentrifuge. Ensure that

the centrifuge does not cool below 20°C.
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Do not use more than 10° cells per prep. The cell numbers in each prep should be similar
(no more than a twofold difference between the highest and lowest) to allow uniform flow
rates on the vacuum manifold.

Between loading steps, switch off the vacuum and ventilate the manifold to maintain
uniform conditions for each sample. This can be done with a vacuum regulator inserted
between the vacuum source and the vacuum manifold.

Always use caution and wear safety glasses when working near a vacuum manifold
under pressure.

Always leave the lids of the RNeasy spin columns open while applying vacuum.

The flow-through from each vacuum step is collected in the QlAvac 24 Plus, in the
QlAvac 24 base, or in the QlAvac 6S waste tray. Each can hold the waste from 24
samples. At the end of the procedure, discard the liquid waste and clean the vacuum
manifold as described in the QIAvac 24 Plus Handbook or QIAvac Handbook. If using

other vacuum manifolds, follow the supplier’s instructions.

Things to do before starting

36

If purifying RNA from cell lines rich in RNAses, we recommend adding
B-mercaptoethanol (B-ME) to Buffer RLT before use. Add 10 pl B-ME per 1 ml Buffer RLT.
Dispense in a fume hood and wear appropriate protective clothing. Buffer RLT containing
B-ME can be stored at room temperature for up to 1 month.

Buffer RPE is supplied as a concentrate. Before using for the first time, add 4 volumes of
ethanol (96-100%) as indicated on the bottle to obtain a working solution.

If performing optional on-column DNase digestion, prepare DNase | stock solution as
described in Appendix D (page 84).

Set up the vacuum manifold according to the supplier’s instructions. If using the QlAvac
Plus 24, refer to the QIAvac 24 Plus Handbook. If using the QlAvac 24 or QlAvac 68,

refer to the QIAvac Handbook. Insert each RNeasy spin column into a luer connector.
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Procedure

1. Harvest cells according to step 1a or Tb.

Ta. Cells grown in suspension (do not use more than 1 x 10¢ cells):
Determine the number of cells. Pellet the appropriate number of cells by centrifuging
for 5 min at 300 x g in a centrifuge tube (not supplied). Carefully remove all
supernatant by aspiration, and proceed to step 2.
Note: Incomplete removal of cell-culture medium will inhibit lysis and dilute the
lysate, affecting the conditions for binding of RNA to the RNeasy membrane. Both
effects may reduce RNA yield.

1b. Cells grown in a monolayer (do not use more than 1 x 10¢ cells):
Cells can be either lysed directly in the cell-culture vessel (up to 10 cm diameter) or
trypsinized and collected as a cell pellet prior to lysis. Cells grown in cell-culture
flasks should always be trypsinized.
To lyse cells directly:
Determine the number of cells. Completely aspirate the cell-culture medium, and
proceed immediately to step 2.
Note: Incomplete removal of cell-culture medium will inhibit lysis and dilute the
lysate, affecting the conditions for binding of RNA to the RNeasy membrane. Both
effects may reduce RNA yield.
To trypsinize and collect cells:
Determine the number of cells. Aspirate the medium, and wash the cells with PBS.
Aspirate the PBS, and add 0.1-0.25% trypsin in PBS. After the cells detach from
the dish or flask, add medium (containing serum fo inactivate the trypsin), transfer
the cells to an RNAse-free glass or polypropylene centrifuge tube (not supplied),
and centrifuge at 300 x g for 5 min. Completely aspirate the supernatant, and
proceed to step 2.
Note: Incomplete removal of cell-culture medium will inhibit lysis and dilute the
lysate, affecting the conditions for binding of RNA to the RNeasy membrane. Both
effects may reduce RNA yield.

RNeasy Mini Handbook 04/2023 37



2. Disrupt the cells by adding Buffer RLT.

For pelleted cells, loosen the cell pellet thoroughly by flicking the tube. Add 350 pl Buffer
RLT. Vortex or pipet to mix, and proceed fo step 3.

Note: Incomplete loosening of the cell pellet may lead to inefficient lysis and reduced
RNA vyields.

For direct lysis of cells grown in a monolayer, add 350 pl Buffer RLT to the cell-culture
dish (if 350 pl is not enough to cover the dish, use 600 pl Buffer RLT instead; be sure then
to use 600 pl of 70% ethanol in step 4). Collect the lysate with a rubber policeman. Pipet
the lysate into a microcentrifuge tube (not supplied). Vortex or pipet to mix, and ensure

that no cell clumps are visible before proceeding to step 3.
3. Homogenize the lysate according to step 3a, 3b, or 3c.

See “Disrupting and homogenizing starting material”, page 22, for more details on
homogenization. If processing <1 x 10° cells, homogenize by vortexing for 1 min. After

homogenization, proceed to step 4.

Note: Incomplete homogenization leads to significantly reduced RNA yields and can
cause clogging of the RNeasy spin column. Homogenization with a rotor—stator or
QlAshredder homogenizer generally results in higher RNA yields than with a syringe

and needle.

3a. Pipet the lysate directly into a QlAshredder spin column placed in a 2 ml collection
tube, and centrifuge for 2 min at full speed. Proceed to step 4.

3b. Homogenize the lysate for 30 s using a rotor—stator homogenizer. Proceed to
step 4.

3c. Pass the lysate at least 5 times through a blunt 20-gauge needle (0.9 mm diameter)
fitted to an RNAse-free syringe. Proceed to step 4.
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4. Add 1 volume of 70% ethanol to the homogenized lysate, and mix well by pipetting.
Important: Do not centrifuge.

Note: The volume of lysate may be less than 350 pl or 600 pl due to loss during
homogenization.
Note: When purifying RNA from certain cell lines, precipitates may be visible after
addition of ethanol. This does not affect the procedure.

5. Transfer 700 pl of each sample from step 4, including any precipitate that may have
formed, to each RNeasy spin column on the vacuum manifold.

6. Switch on the vacuum. Apply vacuum until transfer is complete. Switch off the vacuum
and ventilate the vacuum manifold.
Make sure that the vacuum manifold is assembled correctly before loading. The
flow-through is collected in the QlAvac 24 Plus, the QlAvac 24 base, or the QlAvac 6S
waste tray.* If a spin column clogs, switch off the vacuum, ventilate, and try again. If it
still clogs, continue with “Protocol: Purification of Total RNA from Animal Cells Using
Spin Technology”, page 25.
Note: Be sure to switch off the vacuum and ventilate the manifold between pipetting steps
to maintain uniform conditions for each sample.

7. If necessary, repeat steps 5 and 6 with the remaining volume (approx. 500 pl) of each
sample.
The flow-through is collected in the QlAvac 24 Plus, the QlAvac 24 base, or the QlAvac

6S waste tray.*
8. Add 700 pl Buffer RW1 to each RNeasy spin column.

9. Switch on the vacuum. Apply vacuum until transfer is complete. Switch off the vacuum

and ventilate the vacuum manifold.

The flow-through is collected in the QlAvac 24 Plus, the QlAvac 24 base, or the QlAvac

6S waste tray. *

* Flow-through contains Buffer RLT or Buffer RW1 and is therefore not compatible with bleach. See page 6 for safety
information.
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12.
13.
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. Add 500 pl Buffer RPE to each RNeasy spin column.

Note: Buffer RPE is supplied as a concentrate. Ensure that ethanol is added to Buffer RPE

before use (see “Things to do before starting”).

. Switch on the vacuum. Apply vacuum until transfer is complete. Switch off the vacuum

and ventilate the vacuum manifold.

The flow-through is collected in the QlAvac 24 Plus, the QlAvac 24 base, or the QlAvac
6S waste tray.

Add 500 pl Buffer RPE to each RNeasy spin column.

Switch on the vacuum. Apply vacuum until transfer is complete. Switch off the vacuum
and ventilate the vacuum manifold.

The flow-through is collected in the QlAvac 24 Plus, the QlAvac 24 base, or the QlAvac
6S waste tray.

. Remove the RNeasy spin columns from the vacuum manifold, and place each in a 2 ml

collection tube (supplied). Close the lids gently, and centrifuge at full speed for 1 min.

. Place each RNeasy spin column in a new 1.5 ml collection tube (supplied). Add 30-

50 pl RNAse-free water directly to each spin column membrane. Close the lids gently,
and centrifuge for 1 min at 28000 x g (>10,000 rpm) to elute the RNA.

. If the expected RNA yield is >30 pg, repeat step 15 using another 30-50 pl RNAse-free

water, or using the eluate from step 15 (if high RNA concentration is required). Reuse the

collection tubes from step 15.

If using the eluate from step 15, the RNA yield will be 15-30% less than that obtained
using a second volume of RNAse-free water, but the final RNA concentration will be

higher.
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Protocol: Stabilization of RNA in Harvested
Animal Tissues

This protocol describes how to stabilize and store human and animal tissues in RNAprotect
Tissue Reagent, included in the RNeasy Protect Mini Kit. For RNA purification from stabilized

tissues, see “Protocol: Purification of Total RNA from Animal Tissues”, page 45.
Important notes about RNAprotect Tissue Reagent

RNA in harvested animal tissue is not protected until the tissue is completely submerged in a
sufficient volume of RNAprotect Tissue Reagent. After harvesting, the tissue should be
immediately placed in at least 10 volumes of the reagent (or approximately 10 pl reagent per
1 mg tissue). Larger volumes can be used if necessary or desired. Smaller volumes may lead
to RNA degradation during storage. Storage containers should be wide enough so that the
reagent covers the entire tissue. Storage containers or tubes with large diameters may require
more reagent to completely cover the tissue. The procedures for tissue harvesting and RNA

stabilization should be carried out as quickly as possible.

Tissue size is critical for successful RNA stabilization with RNAprotect Tissue Reagent.
Immediately upon contact, the reagent diffuses into the surface layer and outer portions of
solid tissues. To ensure rapid and reliable stabilization of RNA even in the inner parts of solid
tissues, the sample must be cut into slices less than 0.5 cm thick. The slices can be any
convenient size, provided one dimension of the sample is <0.5 cm. If the slices are thicker
than 0.5 cm, the reagent will diffuse too slowly into the interior of the sample and RNA
degradation will occur. Small organs such as rat kidney and spleen or most mouse organs
(except liver) do not require slicing: the entire organ can be placed in RNAprotect Tissue

Reagent.
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The following guide may help you to determine the amount of RNAprotect Tissue Reagent

required for RNA stabilization:

® A cube of rat kidney with a 5 mm edge length ([5 mm]® = 125 mm?® = 125 pl) weighs
150-175 mg and requires at least 1.5-1.75 ml of the reagent.

® A3 mm cube ([3 mm]® = 27 mm? = 27 pl) of most animal tissues weighs 30-35 mg and
requires at least 300-350 pl of the reagent.

Although weighing tissues is generally more accurate, RNA in unstabilized tissues will degrade
during weighing. In some cases, however, it may be more convenient to quickly estimate the
weight of tissue pieces. Average weights of various entire adult mouse organs and the

corresponding amounts of RNAprotect Tissue Reagent to use are given in Table 7.

Table 7. Tissue Weights and Amounts of RNAprotect Tissue Reagent

Amount of RNAprotect Tissue

Mouse organ Weight (mg) Reagent (ml)
Kidney 180-250 <2.5
Spleen 100-160 <1.6
Lung 190-210 <2.1
Heart 100-170 <1.7
Liver 1000-1800 <18

Important points before starting

e |If using the RNeasy Protect Mini Kit for the first time, read “Important Notes” (page 19).
RNAprotect Tissue Reagent may form a precipitate during storage below room
temperature. Before using the reagent, redissolve the precipitate by heating to 37°C with
agitation.

e Only fresh, unfrozen tissues can be stabilized using RNAprotect Tissue Reagent.
Previously frozen tissues thaw too slowly in the reagent, preventing the reagent from

diffusing into the tissues quickly enough to prevent RNA degradation.
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Procedure

1. Before excising the tissue sample, estimate the volume (or weight) of the sample to be

stabilized in RNAprotect Tissue Reagent.

2. Determine the appropriate volume of RNAprotect Tissue Reagent for preserving the
tissue. At least 10 volumes of the reagent (or approximately 10 pl reagent per 1 mg of
tissue) is required. Pipet the correct amount of reagent into an appropriate collection

vessel.
Note: Be sure to completely submerge the tissue in RNAprotect Tissue Reagent. For
details, see “Important notes about RNAprotect Tissue Reagent”, page 41.

3. Excise the tissue sample from the animal and, if necessary, cut it into slices less than
0.5 cm thick. Perform this step as quickly as possible and proceed immediately to step 4.
Note: For effective RNA stabilization, the tissue sample must be less than 0.5 cm thick.
For details, see “Important notes about RNAprotect Tissue Reagent”, page 41.

4. Completely submerge the tissue piece(s) in the collection vessel containing RNAprotect
Tissue Reagent from step 2.
Note: The tissue sample must be immediately submerged in RNAprotect Tissue Reagent to
protect the RNA.

5. Store the tissue submerged in RNAprotect Tissue Reagent for up to 4 weeks at 2-8°C, up
to 7 days at 15-25°C, or up to 1 day at 37°C.
For archival storage at =30 to =15°C, first incubate the tissue overnight in the reagent at
2-8°C. Then transfer the tissue, in the reagent, to =30 to —15°C for storage.

For archival storage at =90 to =65°C, first incubate the tissue overnight in the reagent at
2-8°C. Then remove the tissue from the reagent, and transfer it to —90 to —-65°C for
storage.

Note: Lower temperatures are recommended for longer storage (e.g., 2-8°C for up to

4 weeks instead of 37°C or room temperature; —30 to —15°C or =90 to -65°C for

longer storage).
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Tissues stored in RNAprotect Tissue Reagent at =30 to —15°C may not freeze. The low
temperature may cause the formation of crystals or a precipitate in the reagent. This will
not affect subsequent RNA purification. There is no need to redissolve the precipitate.
RNAprotect stabilized tissues stored at =30 to —15°C or =90 to =65°C can be thawed at
room temperature and frozen again for up to 20 freeze-thaw cycles without affecting
RNA quality or yield.

If transporting tissue samples in RNAprotect Tissue Reagent, ensure that the tissues
always remain submerged in the reagent. Either keep the tubes upright during transport

or fill the tubes completely with RNAprotect Tissue Reagent.

. After storage, continue with “Protocol: Purification of Total RNA from Animal Tissues”

(page 45).
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Protocol: Purification of Total RNA from Animal
Tissues

This protocol requires the RNeasy Mini Kit or RNeasy Protect Mini Kit.
Determining the correct amount of starting material

It is essential to use the correct amount of starting material in order to obtain optimal RNA
yield and purity. A maximum amount of 30 mg fresh or frozen tissue or 15-20 mg RNAprotect
stabilized tissue (which is partially dehydrated) can generally be processed. For most tissues,
the RNA binding capacity of the RNeasy spin column and the lysing capacity of Buffer RLT
will not be exceeded by these amounts. Average RNA yields from various tissues are given in
Table 2 (page 20).

Some tissues, such as spleen, parts of brain, lung, and thymus are more difficult to lyse or tend
to form precipitates during RNA purification. The volume of Buffer RLT may need to be
increased to facilitate complete homogenization and to avoid significantly reduced RNA
yields, DNA contamination, or clogging of the RNeasy spin column. See the procedure below

for details.

RNA yields from fibrous tissues, such as skeletal muscle, heart, and skin, may be low due to
the abundance of contractile proteins, connective tissue, and collagen. For maximum RNA
yields from these tissues, we recommend using the RNeasy Fibrous Tissue Mini Kit instead.

See page 93 for ordering information.
Greater RNA yields from fatty tissues, such as brain and adipose tissue, can be achieved using

the RNeasy Lipid Tissue Mini Kit, which uses QlAzol Lysis Reagent for optimal tissue lysis. See

page 93 for ordering information.
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If there is no information about the nature of your starting material, we recommend starting

with no more than 10 mg tissue. Depending on RNA yield and purity, it may be possible to

use up to 30 mg tissue in subsequent preparations.

Do not overload the RNeasy spin column, as this will significantly reduce RNA yield and

quality.

Weighing tissue is the most accurate way to quantitate the amount of starting material. As a

guide, a 3 mm cube (27 mm3) of most animal tissues weighs 30-35 mg.

Important points before starting

46

If using the RNeasy Kit for the first time, read “Important Notes” (page 19). If working
with RNA for the first time, read Appendix A (page 73).

For optimal results, stabilize harvested tissues immediately in RNAprotect Tissue Reagent
(see protocol on page 41). Tissues can be stored in the reagent for up to 1 day at 37°C,
7 days at 15-25°C, or 4 weeks at 2-8°C, or archived at =30 to -15°C or -90 to
-65°C.

Fresh, frozen, or RNAprotect stabilized tissues can be used. Tissues can be stored at -90
to —~65°C for several months. Flash-freeze tissues in liquid nitrogen, and immediately
transfer to =90 to —65°C. Do not allow tissues to thaw during weighing or handling prior
to disruption in Buffer RLT. Homogenized tissue lysates from step 4 can also be stored at
-90 to —65°C for several months. Incubate frozen lysates at 37°C in a water bath until
completely thawed and salts are dissolved before continuing with step 5. Avoid
prolonged incubation, which may compromise RNA integrity.

If desired, more than 30 mg tissue can be disrupted and homogenized at the start of the
procedure (increase the volume of Buffer RLT proportionately). Use a portion of the
homogenate corresponding to no more than 30 mg tissue for RNA purification, and store
the rest at =90 to —65°C.

Buffer RLT may form a precipitate upon storage. If necessary, redissolve by warming, and

then place at room temperature.
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e Buffer RLT and Buffer RW1 contain a guanidine salt and are therefore not compatible
with disinfecting reagents containing bleach. See page 7 for safety information.

® Perform all steps of the procedure at room temperature. During the procedure, work
quickly.

® Perform all centrifugation steps at 20-25°C in a standard microcentrifuge. Ensure that

the centrifuge does not cool below 20°C.
Things to do before starting

® p-Mercaptoethanol (B-ME) must be added to Buffer RLT before use. Add 10 pl B-ME per
1 ml Buffer RLT. Dispense in a fume hood and wear appropriate protective clothing.
Buffer RLT containing B-ME can be stored at room temperature for up to 1 month.

e Alternatively, add 20 pl of 2 M dithiothreitol (DTT) per 1 ml Buffer RLT. The stock solution
of 2 M DTT in water should be prepared fresh or frozen in single-use aliquots. Buffer RLT
containing DTT can be stored at room temperature for up to 1 month.

e Buffer RPE is supplied as a concentrate. Before using for the first time, add 4 volumes of
ethanol (96-100%) as indicated on the bottle to obtain a working solution.

e |If performing optional on-column DNase digestion, prepare DNase | stock solution as

described in Appendix D (page 84).
Procedure

1. Excise the tissue sample from the animal or remove it from storage. Remove RNAprotect
stabilized tissues from the reagent using forceps. Determine the amount of tissue. Do not

use more than 30 mg.
Weighing tissue is the most accurate way to determine the amount.

Note: If the tissues were stored in RNAprotect Reagent at 30 to —15°C, be sure to

remove any crystals that may have formed.
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2. Follow either step 2a or 2b.

48

2a.

2b.

For RNAprotect stabilized tissues:

If using the entire tissue, place it directly into a suvitably sized vessel for disruption
and homogenization, and proceed to step 3.

If using only a portion of the tissue, cut it on a clean surface. Weigh the piece to be
used, and place it info a suitably sized vessel for disruption and homogenization.
Proceed to step 3.

RNA in RNAprotect stabilized tissues is protected during cutting and weighing of
tissues at ambient temperature (15-25°C). It is not necessary to cut the tissues on
ice or dry ice or in a refrigerated room. Remaining fissues can be stored in
RNAprotect Tissue Reagent. Previously stabilized tissues can be stored at =90 to
-65°C without the reagent.

For unstabilized fresh or frozen tissues:

If using the entire tissue, place it directly into a suitably sized vessel for disruption
and homogenization, and proceed immediately to step 3.

If using only a portion of the tissue, weigh the piece to be used, and place it into @
suitably sized vessel for disruption and homogenization. Proceed immediately to
step 3.

RNA in harvested tissues is not protected until the tissues are treated with
RNAprotect Tissue Reagent, flash-frozen, or disrupted and homogenized in step 3.
Frozen tissues should not be allowed to thaw during handling. The relevant
procedures should be carried out as quickly as possible.

Note: Remaining fresh tissues can be placed into RNAprotect Tissue Reagent to
stabilize RNA (see protocol on page 36). However, previously frozen tissues thaw
too slowly in the reagent, preventing the reagent from diffusing into the tissues

quickly enough to prevent RNA degradation.
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3. Disrupt the tissue and homogenize the lysate in Buffer RLT (do not use more than 30 mg

tissue) according to step 3a, 3b, 3¢, or 3d.

See “Disrupting and homogenizing starting material”, page 22, for more details on

disruption and homogenization.

Note: Ensure that B-ME is added to Buffer RLT before use (see “Things to do before

starting”).

After storage in RNAprotect Tissue Reagent, tissues may become slightly harder than
fresh or thawed tissues. Disruption and homogenization using standard method:s is
usually not a problem. For easier disruption and homogenization, we recommend using
600 pl Buffer RLT.

Note: Incomplete homogenization leads to significantly reduced RNA yields and can
cause clogging of the RNeasy spin column. Homogenization with the Tissuelyser and
rofor—stator homogenizers generally results in higher RNA yields than with other

methods.

Table 8. Volumes of Buffer RLT for Tissue Disruption and Homogenization

Amount of starting material (mg) Volume of Buffer RLT (pl)
<20 350 or 600*
20-30 600

* Use 600 pl Buffer RLT for tissues stabilized in RNAprotect Tissue Reagent or for difficultto-lyse tissues.

3a. Disruption and homogenization using a rotor-stator homogenizer:
Place the weighed (fresh, frozen, or RNAprotect stabilized) tissue in a suitably sized
vessel. Add the appropriate volume of Buffer RLT (see Table 8). Immediately disrupt
and homogenize the tissue using a conventional rotor—stator homogenizer until it is

uniformly homogeneous (usually 20-40 s). Proceed to step 4.
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3b. Disruption using a mortar and pestle followed by homogenization using a
QlAshredder homogenizer:
Immediately place the weighed (fresh, frozen, or RNAprotect stabilized) tissue in
liquid nitrogen, and grind thoroughly with a mortar and pestle. Decant tissue
powder and liquid nitrogen into an RNAse-free, liquid-nitrogen—cooled, 2 ml
microcentrifuge tube (not supplied). Allow the liquid nitrogen to evaporate, but do
not allow the tissue to thaw.
Add the appropriate volume of Buffer RLT (see Table 8). Pipet the lysate directly into
a QlAshredder spin column placed in a 2 ml collection tube, and centrifuge for
2 min at full speed. Proceed to step 4.

3c. Disruption using a mortar and pestle followed by homogenization using a needle
and syringe:
Immediately place the weighed (fresh, frozen, or RNAprotect stabilized) tissue in
liquid nitrogen, and grind thoroughly with a mortar and pestle. Decant tissue
powder and liquid nitrogen into an RNAse-free, liquid-nitrogen—cooled, 2 ml
microcentrifuge tube (not supplied). Allow the liquid nitrogen to evaporate, but do
not allow the tissue to thaw.
Add the appropriate volume of Buffer RLT (see Table 8), and homogenize by
passing the lysate at least 5 times through a blunt 20-gauge needle fitted to an
RNAse-free syringe. Proceed fo step 4.

3d. Disruption and homogenization using the Tissuelyser: See the Tissuelyser
Handbook. Then proceed to step 4.

4. Centrifuge the lysate for 3 min at full speed. Carefully remove the supernatant by
pipefting, and transfer it to a new microcentrifuge tube (not supplied). Use only this

supernatant (lysate) in subsequent steps.

In some preparations, very small amounts of insoluble material will be present after the

3 min centrifugation, making the pellet invisible.
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5. Add 1 volume of 70% ethanol* to the cleared lysate, and mix immediately by pipetting.
Do not centrifuge. Proceed immediately to step 6.
Note: The volume of lysate may be less than 350 pl or 600 pl due to loss during
homogenization and centrifugation in steps 3 and 4.
Note: Precipitates may be visible after addition of ethanol. This does not affect the
procedure.

6. Transfer up to 700 pl of the sample, including any precipitate that may have formed, to
an RNeasy spin column placed in a 2 ml collection tube (supplied). Close the lid gently,
and centrifuge for 15 s at 28000 x g (>10,000 rpm). Discard the flow-through.t

Reuse the collection tube in step 7.

If the sample volume exceeds 700 pl, centrifuge successive aliquots in the same RNeasy
spin column. Discard the flow-through after each centrifugation.
Optional: If performing optional on-column DNase digestion (see “Eliminating genomic
DNA contamination”, page 26), follow Appendix D (page 84), steps 1-4, after
performing this step.

7. Add 700 pl Buffer RW1 to the RNeasy spin column. Close the lid gently, and centrifuge
for 15 s at 28000 x g (>10,000 rpm) to wash the spin column membrane. Discard the
flow-through.t

Reuse the collection tube in step 8.

Note: After centrifugation, carefully remove the RNeasy spin column from the collection
tube so that the column does not contact the flow-through. Be sure to empty the collection

tube completely.

Skip this step if performing optional on-column DNase digestion (page 69).

* Using 50% ethanol (instead of 70% ethanol) may increase RNA yields from liver samples.
T Flow-through contains Buffer RLT or Buffer RW1 and is therefore not compatible with bleach. See page 6 for safety
information.
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8.

10.

11.

12.
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Add 500 pl Buffer RPE to the RNeasy spin column. Close the lid gently, and centrifuge
for 15 s at 28000 x g (>10,000 rpm) to wash the spin column membrane. Discard the
flow-through.

Reuse the collection tube in step 9.

Note: Buffer RPE is supplied as a concentrate. Ensure that ethanol is added to Buffer RPE

before use (see “Things to do before starting”).

. Add 500 pl Buffer RPE to the RNeasy spin column. Close the lid gently, and centrifuge

for 2 min at 28000 x g (210,000 rpm) to wash the spin column membrane.

The long centrifugation dries the spin column membrane, ensuring that no ethanol is
carried over during RNA elution. Residual ethanol may interfere with downstream

reactions.

Note: After centrifugation, carefully remove the RNeasy spin column from the collection
tube so that the column does not contact the flow-through. Otherwise, carryover of

ethanol will occur.

Optional: Place the RNeasy spin column in a new 2 ml collection tube (supplied), and
discard the old collection tube with the flow-through. Close the lid gently, and centrifuge

at full speed for 1 min.

Perform this step to eliminate any possible carryover of Buffer RPE, or if residual
flow-through remains on the outside of the RNeasy spin column after step 9.

Place the RNeasy spin column in a new 1.5 ml collection tube (supplied). Add 30-50 pl
RNAse-free water directly to the spin column membrane. Close the lid gently, and
centrifuge for 1 min at >8000 x g (>10,000 rpm) to elute the RNA.

If the expected RNA yield is >30 pg, repeat step 11 using another 30-50 pl RNAse-free
water, or using the eluate from step 11 (if high RNA concentration is required). Reuse the
collection tube from step 11.

If using the eluate from step 11, the RNA yield will be 15-30% less than that obtained
using a second volume of RNAse-free water, but the final RNA concentration will be

higher.
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Protocol: Purification of Total RNA from Yeast

This protocol requires the RNeasy Mini Kit.
Disrupting yeast cells

This protocol for purifying total RNA from yeast provides 2 alternative methods of disrupting

the walls of yeast cells:

® Enzymatic lysis: This method requires digestion of the cell wall with zymolase or lyticase
to convert cells to spheroplasts. For samples of up to 5 x 107 yeast cells, spheroplasts are
separated from the digestion mixture by centrifugation before being lysed. For samples of
up fo 2 x 107 yeast cells, the digestion mixture is used directly in the RNeasy procedure
without prior separation of the spheroplasts.

® Mechanical disruption: This method uses high-speed agitation in the Tissuelyser or other

bead mill in the presence of glass beads and Buffer RLT to lyse yeast cells and release
RNA.

In general, both methods function equally well. For some applications, enzymatic lysis might
be preferable since no additional laboratory equipment is required. Mechanical disruption,
however, is well-suited for time-course experiments where enzymatic digestion incubations are
not practical.

Determining the correct amount of starting material

It is essential to use the correct amount of starting material in order to obtain optimal RNA

yield and purity. The maximum amount depends on:

® The RNA binding capacity of the RNeasy spin column (100 pg RNA)
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® The volume of Buffer RLT required for efficient lysis (the maximum volume of Buffer RLT

that can be used limits the maximum amount of starting material to 5 x 107 yeast cells)

When processing cultures containing high amounts of RNA, fewer cells should be used, so
that the RNA binding capacity of the RNeasy spin column is not exceeded. When processing
cultures containing lower amounts of RNA, the maximum number of cells can be used.
However, even though the RNA binding capacity of the RNeasy spin column is not reached,

using more cells would lead to incomplete lysis, resulting in lower RNA yield and purity.

Usually 2 x 10¢to 5 x 107 yeast cells can be processed. Depending on the strain and growth
conditions, 30-100 pg RNA can be expected from 4 x 107 cells.

If there is no information about the RNA content of your starting material, we recommend
starting with no more than 2 x 107 yeast cells. Depending on RNA yield and purity, it may be

possible to increase the cell number in subsequent preparations.
Do not overload the RNeasy spin column, as this will significantly reduce RNA yield and purity.

Yeast growth is usually measured using a spectrophotometer. However, it is very difficult to
give specific and reliable recommendations for the relationship between OD values and cell
numbers in yeast cultures. Cell density is influenced by a variety of factors (e.g., species,
media, and shaker speed), and OD readings of cultures measure light scattering rather than
absorption. Measurements of light scattering are highly dependent on the distance between
the sample and the detector and therefore readings vary between different types of
spectrophotometer. In addition, different species show different OD values at defined

wavelengths (e.g., 600 nm or 436 nm).
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We therefore recommend calibrating the spectrophotometer by comparing OD measurements
at appropriate wavelengths with viable cell densities determined by plating experiments (e.g.,
Ausubel, F.M. et al., eds. [1991] Current Protocols in Molecular Biology. New York: Wiley
Interscience). OD readings should be between 0.05 and 0.3 to ensure significance. Samples
with readings above 0.3 should be diluted so that the readings fall within this range; the

dilution factor should then be used to calculate the number of cells per milliliter.

The following values may be used as a rough guide. An S. cerevisiae culture containing
1-2 x 107 cells per milliliter, diluted 1 in 4, gives an OD600 value of approximately 0.25
with a Beckman DU®7400 spectrophotometer or 0.125 with a Beckman DU-40
spectrophotometer. These correspond to calculated OD values of 1 or 0.5, respectively, for

1-2 x 107 yeast cells per milliliter.
Important points before starting

e |If using the RNeasy Kit for the first time, read “Important Notes” (page 19). If working
with RNA for the first time, read Appendix A (page 73).
Yeast cells should be harvested in log-phase growth.
Important: If performing enzymatic lysis (step 1a or 1b), use only freshly harvested cells.

e |If performing mechanical disruption, cell pellets can be stored at —90 to —~65°C for later
use or used directly in the procedure. Homogenized cell lysates from step 1c can be
stored at =90 to ~65°C for several months. Frozen lysates should be incubated at 37°C
in a water bath until completely thawed and salts are dissolved. Avoid prolonged
incubation, which may compromise RNA integrity. Proceed to step 2.

e Buffer RLT may form a precipitate upon storage. If necessary, redissolve by warming, and
then place at room temperature.

e Buffer RLT and Buffer RW1 contain a guanidine salt and are therefore not compatible
with disinfecting reagents containing bleach. See page 7 for safety information.

® After enzymatic lysis or mechanical disruption, perform all steps of the procedure at

room temperature. During the procedure, work quickly.
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e After harvesting the cells, perform all centrifugation steps at 20-25°C in a standard

microcentrifuge. Ensure that the centrifuge does not cool below 20°C.
Things to do before starting

® p-Mercaptoethanol (B-ME) must be added to Buffer RLT before use. Add 10 pl B-ME per
1 ml Buffer RLT. Dispense in a fume hood and wear appropriate protective clothing.
Buffer RLT containing B-ME can be stored at room temperature for up to 1 month.

e Buffer RPE is supplied as a concentrate. Before using for the first time, add 4 volumes of
ethanol (96-100%) as indicated on the bottle to obtain a working solution.

e |f performing optional on-column DNase digestion, prepare DNase | stock solution as
described in Appendix D (page 84).

o If performing enzymatic lysis (step 1a or 1b), prepare Buffer Y1 as follows. Prepare a
solution containing 1 M sorbitol and 0.1 M EDTA, pH 7.4. Just before use, add 0.1%
B-ME and lyticase/zymolase (final concentration of 50 U per 1 x 107 cells).

e Depending on the yeast strain and enzyme used, the incubation time, enzyme
concentration, and composition of Buffer Y1 may vary. Please follow the guidelines of the
enzyme supplier.

o If performing mechanical disruption (step 1¢), prepare acid-washed glass beads, 0.45-
0.55 mm diameter, by soaking in concentrated nitric acid for 1 h in a fume hood,

washing extensively with deionized water, and drying in a baking oven.
Procedure

1. Prepare yeast lysate according to step Ta (enzymatic lysis for <5 x 107 cells), step 1b

(enzymatic lysis for <2 x 107 cells), or step 1c (mechanical disruption).

Ta. Enzymatic lysis of <5 x 107 freshly harvested cells (do not use more than 5 x 107

cells):
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® Harvest the cells in a 12 ml or 15 ml centrifuge tube by centrifuging at 1000 x g
for 5 min at 4°C. Decant the supernatant, and carefully remove any remaining
media by aspiration. If the centrifuge will be used later in this procedure, heat it
to 20-25°C.

Note: Incomplete removal of medium will affect digestion of the cell wall.

® Resuspend the cells in 2 ml freshly prepared Buffer Y1 containing lyticase or
zymolase. Incubate for 10-30 min at 30°C with gentle shaking to generate
spheroplasts. Spheroplasts must be handled gently.

Depending on the yeast strain used, the incubation time, amount of enzyme, and
composition of Buffer Y1 may vary. For optimal results, follow the guidelines of
the enzyme supplier. Complete spheroplasting is essential for efficient lysis.

® Centrifuge for 5 min at 300 x g to pellet the spheroplasts. Carefully remove and
discard the supernatant.

Note: Incomplete removal of the supernatant will inhibit lysis and dilute the lysate,
affecting the conditions for binding of RNA to the RNeasy membrane. Both effects
may reduce RNA yield.

® Add 350 pl Buffer RLT and vortex vigorously to lyse the spheroplasts. If insoluble
material is visible, centrifuge for 2 min at full speed, and use only the supernatant
in subsequent steps.

Note: Ensure that B-ME is added to Buffer RLT before use (see “Things to do
before starting”).

® Add 1 volume (usually 350 pl) of 70% ethanol to the homogenized lysate, and
mix well by pipetting. Do not centrifuge. Proceed immediately to step 2.
Precipitates may be visible after addition of ethanol. This does not affect the

procedure.

1b. Enzymatic lysis of <2 x 107 freshly harvested cells ({do not use more than 2 x 107

cells):
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® Harvest the cells in a 12 ml or 15 ml centrifuge tube by centrifuging at 1000 x g
for 5 min at 4°C. Decant the supernatant, and carefully remove any remaining
media by aspiration. If the centrifuge will be used later in this procedure, heat it
to 20-25°C.

Note: Incomplete removal of medium will affect digestion of the cell wall.

® Resuspend the cells in 100 pl freshly prepared Buffer Y1 containing lyticase or
zymolase. Incubate for 10-30 min at 30°C with gentle shaking to generate
spheroplasts. Spheroplasts must be handled gently.

Depending on the yeast strain used, the incubation time, amount of enzyme, and
composition of Buffer Y1 may vary. For optimal results, follow the guidelines of
the enzyme supplier. Complete spheroplasting is essential for efficient lysis.

® Add 350 pl Buffer RLT and vortex vigorously to lyse the spheroplasts. If insoluble
material is visible, centrifuge for 2 min at full speed, and use only the supernatant
in subsequent steps.

Note: Ensure that B-ME is added to Buffer RLT before use (see “Things to do
before starting”).

® Add 250 pl ethanol (96-100%) to the homogenized lysate, and mix well by
pipetting. Do not centrifuge. Proceed immediately to step 2.

Precipitates may be visible after addition of ethanol. This does not affect the

procedure.

Tc.  Mechanical disruption of cells (do not use more than 5 x 107 cells):
® Add approximately 600 pl of acid-washed glass beads to a tube that fits the
Tissuelyser or other bead mill (see page 22 for details).
® Harvest the cells by centrifuging at 1000 x g for 5 min at 4°C. Decant the
supernatant, and carefully remove any remaining media by aspiration. If the

centrifuge will be used later in this procedure, heat it to 20-25°C.
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Note: Incomplete removal of the supernatant will inhibit lysis and dilute the lysate,
affecting the conditions for binding of RNA to the RNeasy membrane. Both effects
may reduce RNA yield.

® Loosen the cell pellet thoroughly by flicking the tube. Add 600 pl Buffer RLT, and
vortex to resuspend the cell pellet. Add the sample to the acid-washed glass
beads.
Note: Ensure that B-ME is added to Buffer RLT before use (see “Things to do
before starting”).

® Vortex and agitate the sample at top speed in the Tissuelyser or other bead mill
with cooling until cells are completely disrupted.
Most small-capacity bead mills do not have a cooling mechanism and therefore
require the user to stop the bead mill regularly and cool the sample on ice. The
time required for cell disruption and the length and frequency of the cooling
infervals may vary depending on the type of bead mill used. Please refer to the
supplier’s instructions.
Note: Do not replace bead-milling with vortexing, as this significantly reduces
RNA yield.

® Remove the sample from the Tissuelyser or bead mill, and allow the beads to
settle. Transfer the lysate (usually 350 pl) to a new microcentrifuge tube (not
supplied). Centrifuge for 2 min at full speed, and transfer the supernatant to a
new microcentrifuge tube (not supplied). Use only the supernatant in subsequent
steps.

® Add 1 volume of 70% ethanol to the homogenized lysate, and mix well by
pipetting. Do not centrifuge. Proceed to step 2.
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2.

4.

Note: The volume of lysate may be less than 350 pl due to loss during
homogenization.
Note: Precipitates may be visible after addition of ethanol. This does not affect the

procedure.

Transfer the sample (usually 700 pl), including any precipitate that may have formed, to
an RNeasy spin column placed in a 2 ml collection tube (supplied). Close the lid gently,
and centrifuge for 15 s at >8000 x g (>10,000 rpm). Discard the flow-through. *

Reuse the collection tube in step 3.

If the sample volume exceeds 700 pl, centrifuge successive aliquots in the same RNeasy

spin column. Discard the flow-through after each centrifugation.*

Optional: If performing optional on-column DNase digestion (see “Eliminating genomic
DNA contamination”, page 26), follow Appendix D (page 84), steps 1-4, after
performing this step.

. Add 700 pl Buffer RW1 to the RNeasy spin column. Close the lid gently, and centrifuge

for 15 s at 28000 x g (>10,000 rpm) to wash the spin column membrane. Discard the
flow-through. t

Reuse the collection tube in step 4.

Note: After centrifugation, carefully remove the RNeasy spin column from the collection
tube so that the column does not contact the flow-through. Be sure to empty the collection
tube completely.

Skip this step if performing optional on-column DNase digestion (page 69).

Add 500 pl Buffer RPE to the RNeasy spin column. Close the lid gently, and centrifuge
for 15 s at 28000 x g (>10,000 rpm) to wash the spin column membrane. Discard the
the flow-through.

* Flow-through contains Buffer RLT or Buffer RW1 and is therefore not compatible with bleach. See page 6 for safety

information.

t Flow-through contains Buffer RLT or Buffer RW1 and is therefore not compatible with bleach. See page 6 for safety
information.
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Reuse the collection tube in step 5.

Note: Buffer RPE is supplied as a concentrate. Ensure that ethanol is added to Buffer RPE

before use (see “Things to do before starting”).

. Add 500 pl Buffer RPE to the RNeasy spin column. Close the lid gently, and centrifuge
for 2 min at 28000 x g (>10,000 rpm) to wash the spin column membrane.

The long centrifugation dries the spin column membrane, ensuring that no ethanol is
carried over during RNA elution. Residual ethanol may interfere with downstream

reactions.

Note: After centrifugation, carefully remove the RNeasy spin column from the collection
tube so that the column does not contact the flow-through. Otherwise, carryover of

ethanol will occur.

. Optional: Place the RNeasy spin column in a new 2 ml collection tube (supplied), and
discard the old collection tube with the flow-through. Close the lid gently, and centrifuge

at full speed for 1 min.

Perform this step to eliminate any possible carryover of Buffer RPE, or if residual

flow-through remains on the outside of the RNeasy spin column after step 5.

. Place the RNeasy spin column in a new 1.5 ml collection tube (supplied). Add 30-50 pl
RNAse-free water directly to the spin column membrane. Close the lid gently, and
centrifuge for T min at 28000 x g (10,000 rpm) to elute the RNA.

. If the expected RNA yield is >30 pg, repeat step 7 using another 30-50 pl RNAse-free
water, or using the eluate from step 7 (if high RNA concentration is required). Reuse the
collection tube from step 7.

If using the eluate from step 7, the RNA yield will be 15-30% less than that obtained
using a second volume of RNAse-free water, but the final RNA concentration will be

higher.

RNeasy Mini Handbook 04/2023 61



Protocol: Purification of Total RNA from Plant
Cells and Tissues and Filamentous Fungi

This protocol requires the RNeasy Plant Mini Kit.
Determining the correct amount of starting material

It is essential to use the correct amount of starting material in order to obtain optimal RNA
yield and purity. A maximum amount of 100 mg plant material or 1 x 107 cells can generally
be processed. For most plant materials, the RNA binding capacity of the RNeasy spin column
and the lysing capacity of Buffer RLT will not be exceeded by these amounts. Average RNA

yields from various plant materials are given in Table 2 (page 20).

If there is no information about the nature of your starting material, we recommend starting
with no more than 50 mg plant material or 3-4 x 10¢ cells. Depending on RNA yield and
purity, it may be possible to use up to 100 mg plant material or up to 1 x 107 cells in

subsequent preparations.

Do not overload the RNeasy spin column, as this will significantly reduce RNA yield and

quality.

Counting cells or weighing tissue is the most accurate way to quantitate the amount of starting

material. As a guide, a 1.5 cm diameter leaf disc weighs 25-75 mg.
Important points before starting

® |f using the RNeasy Plant Mini Kit for the first time, read “Important Notes” (page 19).
e If working with RNA for the first time, read Appendix A (page 73).
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® Fresh or frozen tissues can be used. Tissues can be stored at =90 to —65°C for several
months. Flash-freeze tissues in liquid nitrogen, and immediately transfer to =90 to -65°C.
Do not allow tissues to thaw during weighing or handling prior to disruption in Buffer
RLT. Homogenized tissue lysates from step 4 can also be stored at =90 to —65°C for
several months. Incubate frozen lysates at 37°C in a water bath until completely thawed
and salts are dissolved before continuing with step 5. Avoid prolonged incubation,
which may compromise RNA infegrity.

e The RNeasy Plant Mini Kit provides a choice of lysis buffers: Buffer RLT and Buffer RLC,
which contain guanidine thiocyanate and guanidine hydrochloride, respectively. In most
cases, Buffer RLT is the lysis buffer of choice due to the greater cell disruption and
denaturation properties of guanidine thiocyanate. However, depending on the amount
and type of secondary metabolites in some tissues (such as milky endosperm of maize or
mycelia of filamentous fungi), guanidine thiocyanate can cause solidification of the
sample, making exiraction of RNA impossible. In these cases, Buffer RLC should be used.

e Buffer RLT may form a precipitate upon storage. If necessary, redissolve by warming, and
then place at room temperature.

e Buffer RLT, Buffer RLC, and Buffer RW1 contain a guanidine salt and are therefore not
compatible with disinfecting reagents containing bleach. See page 7 for safety
information.

® Perform all steps of the procedure at room temperature. During the procedure, work
quickly.

® Perform all centrifugation steps at 20-25°C in a standard microcentrifuge. Ensure that

the centrifuge does not cool below 20°C.
Things to do before starting

® B-Mercaptoethanol (B-ME) must be added to Buffer RLT or Buffer RLC before use. Add
10 pl B-ME per 1 ml Buffer RLT or Buffer RLC. Dispense in a fume hood and wear
appropriate protective clothing. Buffer RLT or Buffer RLC containing B-ME can be stored

at room temperature for up to 1 month.
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Buffer RPE is supplied as a concentrate. Before using for the first time, add 4 volumes of
ethanol (26-100%) as indicated on the bottle to obtain a working solution.
If performing optional on-column DNase digestion, prepare DNase | stock solution as

described in Appendix D (page 84).

Procedure

1.

64

Determine the amount of plant material. Do not use more than 100 mg.

Weighing tissue is the most accurate way to determine the amount.

. Immediately place the weighed tissue in liquid nitrogen, and grind thoroughly with a

mortar and pestle. Decant tissue powder and liquid nitrogen into an RNAse-ree,
liquid-nitrogen—cooled, 2 ml microcentrifuge tube (not supplied). Allow the liquid nitrogen
to evaporate, but do not allow the tissue to thaw. Proceed immediately to step 3.

RNA in plant tissues is not protected until the tissues are flash-frozen in liquid nitrogen.
Frozen tissues should not be allowed to thaw during handling. The relevant procedures

should be carried out as quickly as possible.

. Add 450 pl Buffer RLT or Buffer RLC (see “Important points before starting”) to a

maximum of 100 mg tissue powder. Vortex vigorously.

A short 1-3 min incubation at 56°C may help to disrupt the tissue. However, do not
incubate samples with a high starch content at elevated temperatures, otherwise swelling
of the sample will occur.

Note: Ensure that B-ME is added to Buffer RLT or Buffer RLC before use (see “Things to do

before starting”).

. Transfer the lysate to a QlAshredder spin column (lilac) placed in a 2 ml collection tube,

and centrifuge for 2 min at full speed. Carefully transfer the supernatant of the
flow-through to a new microcentrifuge tube (not supplied) without disturbing the

cell-debris pellet in the collection tube. Use only this supernatant in subsequent steps.

It may be necessary to cut off the end of the pipette tip to facilitate pipetting of the lysate
into the QlAshredder spin column. Centrifugation through the QlAshredder spin column
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removes cell debris and simultaneously homogenizes the lysate. While most of the cell
debris is retained on the QlAshredder spin column, a very small amount of cell debris
will pass through and form a pellet in the collection tube. Be careful not to disturb this
pellet when transferring the lysate to the new microcentrifuge tube.

5. Add 0.5 volume of ethanol (96-100%) to the cleared lysate, and mix immediately by

pipetting. Do not centrifuge. Proceed immediately to step 6.
Note: The volume of lysate may be less than 450 pl due to loss during homogenization.

Note: Precipitates may be visible after addition of ethanol. This does not affect the
procedure.

6. Transfer the sample (usually 650 pl), including any precipitate that may have formed, to
an RNeasy spin column (pink) placed in a 2 ml collection tube (supplied). Close the lid
gently, and centrifuge for 15 s at >8000 x g (>10,000 rpm). Discard the flow-through.*

Reuse the collection tube in step 7.

If the sample volume exceeds 700 pl, centrifuge successive aliquots in the same RNeasy

spin column. Discard the flow-through after each centrifugation.*

Optional: If performing optional on-column DNase digestion (see “Eliminating genomic
DNA contamination”, page 26), follow Appendix D (page 84), steps 1-4, after
performing this step.

7. Add 700 pl Buffer RW1 to the RNeasy spin column. Close the lid gently, and centrifuge
for 15 s at 28000 x g (>10,000 rpm) to wash the spin column membrane. Discard the
flow-through.*

Reuse the collection tube in step 8.
Note: After centrifugation, carefully remove the RNeasy spin column from the collection
tube so that the column does not contact the flow-through. Be sure to empty the collection

tube completely.

Skip this step if performing optional on-column DNase digestion (page 84).

* Flow-through contains Buffer RLT, Buffer RLC, or Buffer RW1 and is therefore not compatible with bleach. See page 6
for safety information.
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8.

10.

11.

12.
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Add 500 pl Buffer RPE to the RNeasy spin column. Close the lid gently, and centrifuge
for 15 s at 28000 x g (>10,000 rpm) to wash the spin column membrane. Discard the
flow-through.

Reuse the collection tube in step 9.

Note: Buffer RPE is supplied as a concentrate. Ensure that ethanol is added to Buffer RPE

before use (see “Things to do before starting”).

. Add 500 pl Buffer RPE to the RNeasy spin column. Close the lid gently, and centrifuge

for 2 min at 28000 x g (210,000 rpm) to wash the spin column membrane.

The long centrifugation dries the spin column membrane, ensuring that no ethanol is
carried over during RNA elution. Residual ethanol may interfere with downstream

reactions.

Note: After centrifugation, carefully remove the RNeasy spin column from the collection
tube so that the column does not contact the flow-through. Otherwise, carryover of

ethanol will occur.

Optional: Place the RNeasy spin column in a new 2 ml collection tube (supplied), and
discard the old collection tube with the flow-through. Close the lid gently, and centrifuge
at full speed for 1 min.

Perform this step to eliminate any possible carryover of Buffer RPE, or if residual
flow-through remains on the outside of the RNeasy spin column after step 9.

Place the RNeasy spin column in a new 1.5 ml collection tube (supplied). Add 30-50 pl
RNAse-free water directly to the spin column membrane. Close the lid gently, and
centrifuge for 1 min at >8000 x g (>10,000 rpm) to elute the RNA.

If the expected RNA yield is >30 pg, repeat step 11 using another 30-50 pl RNAse-free
water, or using the eluate from step 11 (if high RNA concentration is required). Reuse the
collection tube from step 11.

If using the eluate from step 11, the RNA yield will be 15-30% less than that obtained
using a second volume of RNAse-free water, but the final RNA concentration will be

higher.
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Protocol: RNA Cleanup

The RNeasy Mini Kit can be used to clean up RNA previously isolated by different methods or

after enzymatic reactions, such as labeling or DNase digestion.
Determining the correct amount of starting material

A maximum of 100 pg RNA can be cleaned up in this protocol. This amount corresponds to

the RNA binding capacity of the RNeasy spin column.
Important points before starting

If using the RNeasy Kit for the first time, read “Important Notes” (page 19).
If working with RNA for the first time, read Appendix A (page 73).

e Buffer RLT may form a precipitate upon storage. If necessary, redissolve by warming, and
then place at room temperature.

e Buffer RLT contains a guanidine salt and is therefore not compatible with disinfecting
reagents containing bleach. See page 7 for safety information.

® Perform all steps of the procedure at room temperature. During the procedure, work
quickly.

® Perform all centrifugation steps at 20-25°C in a standard microcentrifuge. Ensure that

the centrifuge does not cool below 20°C.

Things to do before starting

e Buffer RPE is supplied as a concentrate. Before using for the first time, add 4 volumes of
ethanol (96-100%) as indicated on the bottle to obtain a working solution.

e |f performing optional on-column DNase digestion, prepare DNase | stock solution as

described in Appendix D (page 84).
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Procedure

1.

4.

Adjust the sample to a volume of 100 pl with RNAse-free water. Add 350 pl Buffer RLT,

and mix well.

. Add 250 pl ethanol (96-100%) to the diluted RNA, and mix well by pipetting. Do not

centrifuge. Proceed immediately to step 3.

. Transfer the sample (700 pl) to an RNeasy Mini spin column placed in a 2 ml collection

tube (supplied). Close the lid gently, and centrifuge for 15 s at 28000 x g (=10,000
rpm). Discard the flow-through. *

Reuse the collection tube in step 4.

Note: After centrifugation, carefully remove the RNeasy spin column from the collection
tube so that the column does not contact the flow-through. Be sure to empty the collection

tube completely.

Optional: If performing optional on-column DNase digestion (see “Eliminating genomic
DNA contamination”, page 26), follow Appendix D (page 84), steps 1-4, after
performing this step.

Add 500 pl Buffer RPE to the RNeasy spin column. Close the lid gently, and centrifuge
for 15 s at 28000 x g (>10,000 rpm) to wash the spin column membrane. Discard the
flow-through.

Reuse the collection tube in step 5.

Note: Buffer RPE is supplied as a concentrate. Ensure that ethanol is added to Buffer RPE

before use (see “Things to do before starting”).

* Flow-through contains Buffer RLT and is therefore not compatible with bleach. See page 6 for safety information.
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5. Add 500 pl Buffer RPE to the RNeasy spin column. Close the lid gently, and centrifuge
for 2 min at 28000 x g (>10,000 rpm) to wash the spin column membrane.

The long centrifugation dries the spin column membrane, ensuring that no ethanol is
carried over during RNA elution. Residual ethanol may interfere with downstream

reactions.

Note: After centrifugation, carefully remove the RNeasy spin column from the collection
tube so that the column does not contact the flow-through. Otherwise, carryover of

ethanol will occur.

6. Optional: Place the RNeasy spin column in a new 2 ml collection tube (supplied), and
discard the old collection tube with the flow-through. Close the lid gently, and centrifuge

at full speed for 1 min.

Perform this step to eliminate any possible carryover of Buffer RPE, or if residual

flow-through remains on the outside of the RNeasy spin column after step 5.

7. Place the RNeasy spin column in a new 1.5 ml collection tube (supplied). Add 30-50 pl
RNAse-free water directly to the spin column membrane. Close the lid gently, and
centrifuge for 1 min at 28000 x g (>10,000 rpm) to elute the RNA.

8. If the expected RNA yield is >30 pg, repeat step 7 using another 30-50 pl RNAse-free
water, or using the eluate from step 7 (if high RNA concentration is required). Reuse the

collection tube from step 7.

If using the eluate from step 7, the RNA yield will be 15-30% less than that obtained
using a second volume of RNAse-free water, but the final RNA concentration will be

higher.
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Troubleshooting Guide

This troubleshooting guide may be helpful in solving any problems that may arise. For more
information, see also the Frequently Asked Questions page at our Technical Support Center:

www.qiagen.com/FAQ/FAQList.aspx (for contact information, visit www.qgiagen.com).

Comments and suggestions

Clogged RNeasy spin column

a) Inefficient disruption See “Disrupting and homogenizing starting material” (page 22) for details on
and/or homogenization  disruption and homogenization methods. Increase gforce and centrifugation time if
necessary.

In subsequent preparations, reduce the amount of starting material (see protocols)
and/or increase the volume of lysis buffer and the homogenization time.

If working with tissues rich in proteins, we recommend using the RNeasy Fibrous
Tissue Mini Kit (see page 93 for ordering information).

b) Too much starting In subsequent preparations, reduce the amount of starting material. It is essential to
material use the correct amount of starting material (see protocols).

c) Centrifugation before Centrifuge the lysate before adding ethanol, and use only this supernatant in
adding ethanol not subsequent steps (see protocols). Pellets contain cell debris that can clog the RNeasy

performed (protocols for  spin column.
tissues and mechanical
disruption of yeasf)

d) Centrifugation The centrifugation temperature should be 20-25°C. Some centrifuges may cool to
temperature oo low below 20°C even when set at 20°C. This can cause formation of precipitates that
can clog the RNeasy spin column. If this happens, set the centrifugation temperature
to 25°C. Warm the ethanol-containing lysate to 37°C before transferring it to the
RNeasy spin column.

Low RNA yield

a) Insufficient disruption and  See “Disrupting and homogenizing starting material” (page 22) for details on
homogenization disruption and homogenization methods.
Increase gforce and centrifugation time if necessary.
In subsequent preparations, reduce the amount of starting material (see protocols)
and/or increase the volume of lysis buffer and the homogenization time.

If working with tissues rich in proteins, we recommend using the RNeasy Fibrous
Tissue Mini Kit (see page 93 for ordering information).
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Comments and suggestions

b) Too much starting
material

) RNA still bound to
RNeasy spin column
membrane

d) Ethanol carryover

e) Incomplete removal of
cellculture medium (cell
samples)

Low Ao/ Azso value

Water used fo dilute RNA
for Asso/Asso measurement

RNA degraded

a) Harvested animal tissue
not immediately stabilized

b) Too much animal tissue
for proper stabilization

) Animal fissue too thick for
stabilization

d) Frozen animal tissue used
for stabilization

e) Storage duration in
RNAprotect Tissue
Reagent exceeded

f) Inappropriate handling of
starting material

In subsequent preparations, reduce the amount of starting material. It is essential to
use the correct amount of starting material (see protocols).

Repeat RNA elution, but incubate the RNeasy spin column on the benchtop for
10 min with RNAse-free water before centrifuging.

During the second wash with Buffer RPE, be sure to centrifuge at 28000 x g
(=10,000 rpm) for 2 min at 20-25°C to dry the RNeasy spin column membrane.
After centrifugation, carefully remove the column from the collection tube so that the
column does not contact the flow-through. Otherwise, carryover of ethanol will
occur.

To eliminate any chance of possible ethanol carryover, place the RNeasy spin
column in a new 2 ml collection tube and perform the optional 1-min centrifugation
step as described in the protocols.

When processing cultured cells, ensure complete removal of the cell-culture medium
after harvesting cells (see protocols).

Use 10 mm Tris-Cl, pH 7.5, not RNAse-free water, to dilute the sample before
measuring purity (see Appendix B, page 76).

Submerge the tissue in the appropriate volume of RNAprotect Tissue Reagent
immediately after harvesting.

Reduce the amount of tissue or increase the amount of RNAprotect Tissue Reagent
used for stabilization (see protocol on page 41).

Cut large samples into slices less than 0.5 cm thick for stabilization in RNAprotect
Tissue Reagent.

Use only fresh, unfrozen tissue for stabilization in RNAprotect Tissue Reagent.

RNAprotect stabilized tissue can be stored for up to 1 day at 37°C, up to 7 days at
15-25°C, or up to 4 weeks at 2-8°C, and can be archived at -30 to -15°C or
-90 to -65°C.

Ensure that tissue samples are properly stabilized and stored in RNAprotect Tissue
Reagent.

For frozen cell pellets or frozen tissue samples, ensure that they were flash-frozen
immediately in liquid nitrogen and properly stored at =90 to =65°C. Perform the
RNeasy procedure quickly, especially the first few steps.

See Appendix A (page 73), “Handling and storing starting material” (page 20),
and the RNAprotect protocol (page 41).
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Comments and suggestions

g) RNAse contamination Although all RNeasy buffers have been tested and are guaranteed RNAse-free,
RNAses can be introduced during use. Be certain not to introduce any RNAses
during the RNeasy procedure or later handling. See Appendix A (page 73) for
general remarks on handling RNA.

Do not put RNA samples info a vacuum dryer that has been used in DNA
preparations where RNAses may have been used.

DNA contamination in downsiream experiments

a) Optimal procedure not For animal cells, we recommend purifying cytoplasmic RNA for applications where
used (cell samples) the absence of DNA contamination is critical, since intact nuclei are removed at the
start of the procedure. The protocol can be downloaded at
www.giagen.com/resources/RNeasyMini.

b) No incubation with Buffer  In subsequent preparations, incubate the RNeasy spin column for 5 min at room
RW1 temperature after addition of Buffer RW 1 and before centrifuging.

¢) No DNase treatment Perform optional on-column DNase digestion using the RNAse-Free DNase Set (see
Appendix D, page 84) at the point indicated in the individual protocols.
Alternatively, after the RNeasy procedure, DNase digest the RNA eluate. After
inactivating the DNase by heat treatment, the RNA can be either used directly in the
downstream application without further treatment, or repurified using the RNA
cleanup protocol (page 67).

RNA does not perform well in downstream experiments

a) Salt carryover during Ensure that Buffer RPE is at 20-30°C.
elution When reusing collection tubes between washing steps, remove residual flow-through
from the rim by blotting on clean paper towels.

b) Ethanol carryover During the second wash with Buffer RPE, be sure to centrifuge at 28000 x g
(=10,000 rpm) for 2 min at 20-25°C to dry the RNeasy spin column membrane.
After centrifugation, carefully remove the column from the collection tube so that the
column does not contact the flow-through. Otherwise, carryover of ethanol will
occur.
To eliminate any chance of possible ethanol carryover, place the RNeasy spin
column in a new 2 ml collection tube and perform the optional 1 min centrifugation
step as described in the protocols.
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Appendix A: General Remarks on Handling
RNA

Handling RNA

Ribonucleases (RNAses) are very stable and active enzymes that generally do not require
cofactors to function. Since RNAses are difficult to inactivate and even minute amounts are
sufficient to destroy RNA, do not use any plasticware or glassware without first eliminating
possible RNAse contamination. Great care should be taken to avoid inadvertently introducing
RNAses info the RNA sample during or after the purification procedure. In order to create and
maintain an RNAsefree environment, the following precautions must be taken during
pretreatment and use of disposable and nondisposable vessels and solutions while working
with RNA.

General handling

Proper microbiological, aseptic technique should always be used when working with RNA.
Hands and dust particles may carry bacteria and molds and are the most common sources of
RNAse contamination. Always wear latex or vinyl gloves while handling reagents and RNA
samples to prevent RNAse contamination from the surface of the skin or from dusty laboratory
equipment. Change gloves frequently and keep tubes closed whenever possible. Keep purified

RNA on ice when aliquots are pipetted for downstream applications.
Disposable plasticware

The use of sterile, disposable polypropylene tubes is recommended throughout the procedure.

These tubes are generally RNAse-free and do not require pretreatment to inactivate RNAses.
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Nondisposable plasticware

Nondisposable plasticware should be treated before use to ensure that it is RNAse-free.
Plasticware should be thoroughly rinsed with 0.1 M NaOH, 1 mm EDTA* followed by
RNAse-free water (see “Solutions”, page 74). Alternatively, chloroform-resistant plasticware

can be rinsed with chloroform* to inactivate RNAses.
Glassware

Glassware should be treated before use to ensure that it is RNAse-free. Glassware used for
RNA work should be cleaned with a detergent,* thoroughly rinsed, and oven baked at 240°C
for at least 4 h (overnight, if more convenient) before use. Autoclaving alone will not fully
inactivate many RNAses. Alternatively, glassware can be treated with DEPC* (diethyl
pyrocarbonate). Fill glassware with 0.1% DEPC (0.1% in water), allow to stand overnight
(12 h) at 37°C, and then autoclave or heat to 100°C for 15 min to eliminate residual DEPC.

Electrophoresis tanks

Electrophoresis tanks should be cleaned with detergent solution (e.g., 0.5% SDS),* thoroughly

rinsed with RNAse-free water, and then rinsed with ethanol® and allowed to dry.
Solutions

Solutions (water and other solutions) should be treated with 0.1% DEPC. DEPC is a strong, but
not absolute, inhibitor of RNAses. It is commonly used at a concentration of 0.1% to inactivate
RNAses on glass or plasticware or to create RNAse-free solutions and water. DEPC inactivates
RNAses by covalent modification. Add 0.1 ml DEPC to 100 ml of the solution to be treated

*When working with chemicals, always wear a suitable lab coat, disposable gloves, and protective goggles. For more
information, consult the appropriate safety data sheets (SDSs), available from the product supplier.

T Plastics used for some electrophoresis tanks are not resistant to ethanol. Take proper care and check the supplier’s
instructions.
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and shake vigorously to bring the DEPC into solution. Let the solution incubate for 12 h at
37°C. Autoclave for 15 min to remove any trace of DEPC. DEPC will react with primary amines
and cannot be used directly to treat Tris* buffers. DEPC is highly unstable in the presence of
Tris buffers and decomposes rapidly into ethanol and CO2. When preparing Tris buffers, treat
water with DEPC first, and then dissolve Tris to make the appropriate buffer. Trace amounts of
DEPC will modify purine residues in RNA by carbethoxylation. Carbethoxylated RNA is
translated with very low efficiency in cellfree systems. However, its ability to form DNA:RNA
or RNA:RNA hybrids is not seriously affected unless a large fraction of the purine residues
have been modified. Residual DEPC must always be eliminated from solutions or vessels by

autoclaving or heating to 100°C for 15 min.

Note: RNeasy buffers are guaranteed RNAse-free without using DEPC treatment and are

therefore free of any DEPC contamination.

*When working with chemicals, always wear a suitable lab coat, disposable gloves, and protective goggles. For more
information, consult the appropriate safety data sheets (SDSs), available from the product supplier.
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Appendix B: Storage, Quantification, and
Determination of Quality of RNA

Storage of RNA

Purified RNA may be stored at =30 to —=15°C or =90 to —65°C in RNAse-free water. Under

these conditions, no degradation of RNA is detectable after 1 year.
Quantification of RNA

The concentration of RNA should be determined by measuring the absorbance at 260 nm
(A2¢0) in a spectrophotometer (see “Spectrophotometric quantification of RNA” below). For
small amounts of RNA, however, it may be difficult to determine amounts photometrically.
Small amounts of RNA can be accurately quantified using an Agilent® 2100 bioanalyzer,

quantitative RT-PCR, or fluorometric quantification.
Spectrophotometric quantification of RNA

To ensure significance, Azs0 readings should be greater than 0.15. An absorbance of 1 unit
at 260 nm corresponds to 44 pg of RNA per ml (Ao=1 — 44 pg/ml). This relation is valid
only for measurements at a neutral pH. Therefore, if it is necessary to dilute the RNA sample,
this should be done in a buffer with neutral pH.* As discussed below (see “Purity of RNA”,
page 78), the ratio between the absorbance values at 260 and 280 nm gives an estimate of
RNA purity.

* When working with chemicals, always wear a suvitable lab coat, disposable gloves, and protective goggles. For
more information, consult the appropriate safety data sheets (SDSs), available from the product supplier.
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When measuring RNA samples, be certain that cuvettes are RNAse-free, especially if the RNA
is to be recovered after spectrophotometry. This can be accomplished by washing cuvettes
with 0.1 M NaOH, 1 mm EDTA,* followed by washing with RNAsefree water (see
“Solutions”, page 74). Use the buffer in which the RNA is diluted to zero the
spectrophotometer. An example of the calculation involved in RNA quantification is shown

below:

Volume of RNA sample = 100 pl
Dilution = 10 pl of RNA sample + 490 pl of 10 mm Tris-Cl,* pH 7.0 (1/50 dilution)
Measure absorbance of diluted sample in a 1 ml cuvette (RNAse-free)
Az0 = 0.2
Concentration of RNA sample = 44 pg/ml x Azso x dilution factor
=44 pg/ml x 0.2 x 50
= 440 pg/ml
Total amount = concentration x volume in milliliters
= 440 pg/ml x 0.1 ml
= 44 pg of RNA

*When working with chemicals, always wear a suitable lab coat, disposable gloves, and protective goggles. For more
information, consult the appropriate safety data sheets (SDSs), available from the product supplier.
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Purity of RNA

The ratio of the readings at 260 nm and 280 nm (Az2so/ Azso) provides an estimate of the purity
of RNA with respect to contaminants that absorb in the UV spectrum, such as protein. However,
the Azso/Azso ratio is influenced considerably by pH. Since water is not buffered, the pH and
the resulting Azs0/Azso ratio can vary greatly. Lower pH results in a lower Azs0/Azgo ratio and
reduced sensitivity fo protein contamination.* For accurate values, we recommend measuring
absorbance in 10 mm Tris-Cl, pH 7.5. Pure RNA has an A2e0/ Azso ratio of 1.9-2.1%in 10 mm
Tris-Cl, pH 7.5. Always be sure to calibrate the spectrophotometer with the same solution used

for dilution.

For determination of RNA concentration, however, we recommend dilution of the sample in a
buffer with neutral pH since the relationship between absorbance and concentration (Azs0
reading of 1 = 44 pg/ml RNA) is based on an extinction coefficient calculated for RNA at
neutral pH (see “Spectrophotometric quantification of RNA”, page 76).

DNA contamination

No currently available purification method can guarantee that RNA is completely free of DNA,
even when it is not visible on an agarose gel. While RNeasy Kits will remove the vast majority
of cellular DNA, trace amounts may still remain, depending on the amount and nature of the

sample.

For analysis of very low abundance targets, any interference by residual DNA contamination
can be detected by performing realtime RT-PCR control experiments in which no reverse

transcriptase is added prior to the PCR step.

* Wilfinger, W.W., Mackey, M., and Chomczynski, P. (1997) Effect of pH and ionic strength on the
spectrophotometric assessment of nucleic acid purity. BioTechniques 22, 474.
T Values up to 2.3 are routinely obtained for pure RNA (in 10 mM Tris-Cl, pH 7.5) with some spectrophotometers.
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To prevent any interference by DNA in realtime RT-PCR applications, such as with Applied
Biosystems®, Rotor-Gene®, Rotor-Gene QP®, and QIAquant® instruments, we recommend
designing primers that anneal at intron splice junctions so that genomic DNA will not be
amplified. QuantiTect Assays from QIAGEN- are designed for realtime RTPCR analysis of
RNA sequences (without detection of genomic DNA) where possible. For -realtime -RTPCR
assays where amplification of genomic DNA cannot be avoided, we recommend using the
QuantiTect Reverse Transcription Kit for reverse transcription. The kit integrates fast cDNA

synthesis with rapid removal of genomic DNA contamination (see ordering information, 93%55).

For other sensitive applications, DNase digestion of the purified RNA with RNAse-free DNase
is recommended. A protocol for optional on-column DNase digestion using the RNAse-Free
DNase Set is provided in Appendix D (page 84). The DNase is efficiently washed away in
subsequent wash steps. Alternatively, affer the RNeasy procedure, the RNA eluate can be
treated with DNase. The RNA can then be repurified according to the RNA cleanup protocol
(page 67), or after heat inactivation of the DNase, the RNA can be used directly in

downstream applications.

The protocol for purification of cytoplasmic RNA from animal cells (available af
www.qiagen.com/resources/RNeasyMini) is particularly advantageous in applications where
the absence of DNA contamination is critical, since intact nuclei are removed. Using this
protocol, DNase digestion is generally not required — most of the DNA is removed with the
nuclei, and RNeasy technology efficiently removes nearly all of the remaining small amounts
of DNA without DNase treatment. However, even further DNA removal may be desirable for
certain RNA applications that are sensitive to very small amounts of DNA (e.g., TagMan
RT-PCR analysis with a low-abundance target). Using the cytoplasmic RNA protocol with
optional DNase digestion results in undetectable levels of DNA, even in sensitive quantitative
RT-PCR analyses.
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Integrity of RNA

The integrity and size distribution of total RNA purified with RNeasy Kits can be checked by
denaturing agarose gel electrophoresis and ethidium bromide* staining or by using the
QlAxcel® system or Agilent® 2100 Bioanalyzer®. The respective ribosomal RNAs should
appear as sharp bands or peaks. The apparent ratio of 285 rRNA to 18S RNA should be
approximately 2:1. If the ribosomal bands or peaks of a specific sample are not sharp, but
appear as a smear towards smaller sized RNAs, it is likely that the sample suffered major
degradation either before or during RNA purification. As a useful measure of RNA integrity,
the QlAxcel Advanced system and the Agilent 2100 Bioanalyzer provide an RNA integrity
score (RIS) and an RNA integrity number (RIN), respectively. Ideally, the value should be close
to 10, but in many cases (particularly with tissue samples), RNA quality is greatly influenced

by how well the original sample was preserved.

* When working with chemicals, always wear a suvitable lab coat, disposable gloves, and protective goggles. For
more information, consult the appropriate safety data sheets (SDSs), available from the product supplier.
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Appendix C: Formaldehyde Agarose Gel
Electrophoresis

The following protocol for formaldehyde agarose (FA) gel electrophoresis is routinely used at QIAGEN
and gives enhanced sensitivity for gel and subsequent analysis (e.g., northern blotting). A key feature
is the concentrated RNA loading buffer that allows a larger volume of RNA sample to be loaded onto
the gel than conventional protocols (e.g., Sambrook, J. et al. [1989] Molecular cloning — a laboratory

manual. 2nd ed. Cold Spring Harbor, NY: Cold Spring Harbor Laboratory Press).

FA gel preparation
To prepare FA gel (1.2% agarose) of size 10 x 14 x 0.7 cm, mix:

® 1.2 gagarose*
e 10 ml 10x FA gel buffer (see composition below)
® Add RNAse-free water to 100 ml

If smaller or larger gels are needed, adjust the quantities of components proportionately.

Heat the mixture to melt agarose. Cool to 65°C in a water bath. Add 1.8 ml of 37% (12.3 M)
formaldehyde* and 1 pl of a 10 mg/ml ethidium bromide* stock solution. Mix thoroughly
and pour onto gel support. Prior to running the gel, equilibrate in 1x FA gel running buffer

(see composition below) for at least 30 min.

RNA sample preparation for FA gel electrophoresis

Add 1 volume of 5x RNA loading buffer (see composition below) to 4 volumes of RNA sample
(e.g., 10 pl of loading buffer and 40 pl of RNA) and mix.

Incubate for 3-5 min at 65°C, chill on ice, and load onto the equilibrated FA gel.

* When working with chemicals, always wear a suitable lab coat, disposable gloves, and protective goggles. For
more information, consult the appropriate safety data sheets (SDSs), available from the product supplier.
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Gel running conditions

Run gel at 5-7 V/cm in 1x FA gel running buffer.

Composition of FA gel buffers
10x FA gel buffer

e 200 mm 3-[N-morpholino]propanesulfonic acid (MOPS) (free acid)*
e 50mm sodium acetate*

e 10mm EDTA*

® pHto 7.0 with NaOH*

1x FA gel running buffer

e 100 ml 10x FA gel buffer
e 20ml 37% (12.3 M) formaldehyde
e 880 ml RNAse-free water

5x RNA loading buffer

o 16yl saturated aqueous bromophenol blue solutiont*
e 380l 500 mm EDTA, pH 8.0

e 720yl 37% (12.3 M) formaldehyde

e 2ml 100% glycerol*

e 3.084 ml formamide*

o 4ml 10 x FA gel buffer

o RNAsefree water to 10 ml

* When working with chemicals, always wear a suitable lab coat, disposable gloves, and protective goggles. For
more information, consult the appropriate material safety data sheets (MSDSs), available from the product supplier.

t When working with chemicals, always wear a suitable lab coat, disposable gloves, and protective goggles. For more
information, consult the appropriate safety data sheets (SDSs), available from the product supplier.

* To make a saturated solution, add solid bromophenol blue to distilled water. Mix and continue to add more
bromophenol blue until no more will dissolve. Centrifuge to pellet the undissolved powder, and carefully pipet the
saturated supeRNAtant
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Stability: approximately 3 months at 4°C
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Appendix D: Optional On-Column DNase
Digestion with the RNAse-Free DNase Set

The RNAse-Free DNase Set (cat. no. 79254) provides efficient on-column digestion of DNA

during RNA purification. The DNase is efficiently removed in subsequent wash steps.

Note: Standard DNase buffers are not compatible with on-column DNase digestion. Use of
other buffers may affect the binding of RNA to the RNeasy membrane, reducing RNA vyield
and integrity.

Lysis and homogenization of the sample and binding of RNA to the RNeasy membrane are
performed according to the standard protocols. After washing with a reduced volume of Buffer
RW1, the RNA is treated with DNase | while bound to the RNeasy membrane. The DNase |
is removed by a second wash with Buffer RW 1. Washing with Buffer RPE and elution of RNA

are then performed according to the standard protocols.
Important points before starting

® Generally, DNase digestion is not required since RNeasy technology efficiently removes
most of the DNA without DNase treatment. However, further DNA removal may be
necessary for certain RNA applications that are sensitive to very small amounts of DNA
(e.g., TagMan RT-PCR analysis with a low-abundant target). DNA can also be removed
by a DNase digestion following RNA purification.

® Do not vortex the reconstituted DNase |. DNase | is especially sensitive to physical

denaturation. Mixing should only be carried out by gently inverting the tube.
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Things to do before starting

e Prepare DNase | stock solution before using the RNAse-Free DNase Set for the first time.
Dissolve the lyophilized DNase | (1500 Kunitz units) in 550 pl of the RNAsefree water
provided. To avoid loss of DNase |, do not open the vial. Inject RNAse-free water into
the vial using an RNAsefree needle and syringe. Mix gently by inverting the vial. Do not
vortex.

® For longterm storage of DNase |, remove the stock solution from the glass vial, divide it
info single-use aliquots, and store at =30 to —=15°C °C for up to 9 months. Thawed
aliquots can be stored at 2-8°C for up to 6 weeks. Do not refreeze the aliquots after

thawing.
Procedure

Prepare and load samples onto the RNeasy spin column as indicated in the individual

protocols. Instead of performing the first wash step, follow steps 1-4 below.

1. Add 350 pl Buffer RW1 to the RNeasy spin column. Close the lid gently, and centrifuge
for 15 s at 28000 x g (>10,000 rpm) to wash the spin column membrane. Discard the
flow-through. *

Reuse the collection tube in step D4.

2. Add 10 pl DNase | stock solution (see above) to 70 pl Buffer RDD. Mix by gently

inverting the tube. Centrifuge briefly to collect residual liquid from the sides of the tube.
Buffer RDD is supplied with the RNAse-Free DNase Set.

Note: DNase | is especially sensitive to physical denaturation. Mixing should only be

carried out by gently inverting the tube. Do not vortex.

* Flow-through contains Buffer RW1 and is therefore not compatible with bleach. See page 6 for safety information.
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3. Add the DNase | incubation mix (80 pl) directly to the RNeasy spin column membrane,

and place on the benchtop (20-30°C) for 15 min.

Note: Be sure to add the DNase | incubation mix directly to the RNeasy spin column
membrane. DNase digestion will be incomplete if part of the mix sticks to the walls or the

O-ring of the spin column.

4. Add 350 pl Buffer RW1 to the RNeasy spin column. Close the lid gently, and centrifuge

for 15 s at 28000 x g (>10,000 rpm). Discard the flow-through.* Continue with the first

Buffer RPE wash step in the relevant protocol.

Note: In most of the protocols, the immediately following Buffer RW1 wash step is

skipped (as indicated in the protocol). Continue with the first Buffer RPE wash step.

* Flow-through contains Buffer RW1 and is therefore not compatible with bleach. See page 6 for safety information.
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Appendix E: DNase Digestion of RNA before
RNA Cleanup

This protocol describes how to use the RNAse-Free DNase Set (cat. no. 79254) to digest
contaminating DNA in RNA solutions prior to RNA cleanup. DNase digestion can alternatively
be carried out during RNA cleanup (see Appendix D, page 84). For samples highly
contaminated with DNA, we recommend DNase digestion in solution, as it is more efficient

than on-column DNase digestion.
Important points before starting

® Generally, DNase digestion is not required since RNeasy technology efficiently removes
most of the DNA without DNase treatment. However, further DNA removal may be
necessary for certain RNA applications that are sensitive to very small amounts of DNA
(e.g., TagMan RT-PCR analysis with a low-abundant target).
Important: Do not vortex the reconstituted DNase |.

® DNase | is especially sensitive to physical denaturation. Mixing should only be carried

out by gently inverting the tube.
Things to do before starting

® Prepare DNase | stock solution before using the RNAse-Free DNase Set for the first time.
Dissolve the lyophilized DNase | (1500 Kunitz units) in 550 pl of the RNAsefree water
provided. To avoid loss of DNase |, do not open the vial. Inject RNAsefree water into
the vial using an RNAsefree needle and syringe. Mix gently by inverting the vial. Do not
vortex.

® For longterm storage of DNase |, remove the stock solution from the glass vial, divide it
into single-use aliquots, and store at =30 to —15°C for up to 9 months. Thawed aliquots

can be stored at 2-8°C for up to 6 weeks. Do not refreeze the aliquots after thawing.
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Procedure

1. Mix the following in a microcentrifuge tube:

O <87.5 pl RNA solution (contaminated with genomic DNA)
O 10 pl Buffer RDD
O 2.5 pl DNase | stock solution

Make the volume up to 100 pl with RNAse-free water.

The reaction volumes can be doubled if necessary (to 200 pl final volume).
2. Incubate on the benchtop (20-25°C) for 10 min.
3. Clean up the RNA according to “Protocol: RNA Cleanup” on page 67.
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Appendix F: Acetone Precipitation of Protein from
Buffer RLT Lysates

This protocol is designed for acetone precipitation of protein from cell lysates prepared using
Buffer RLT. The precipitated, denatured protein is suitable for applications such as SDS-PAGE,

western blotting, and 2D gel electrophoresis.
Equipment and reagents to be supplied by user*
Ice

Benchtop centrifuge Acetone

Optional: Ethanol

Buffer for downstream application (e.g., loading buffer for SDS-PAGE gel)
Important point before starting

e Important: DO NOT use trichloroacetic acid (TCA) to precipitate protein from Buffer RLT
lysates.
e This buffer contains guanidine thiocyanate, which can form highly reactive compounds

when combined with acidic solutions.
Procedure

1. Prepare cell lysate and centrifuge it through an RNeasy spin column, as described in the

protocols in this handbook.
2. Add 4 volumes of ice-cold acetone to the flow-through from the RNeasy spin column.

3. Incubate for 30 min on ice or at =30 to —-15°C.

*When working with chemicals, always wear a suitable lab coat, disposable gloves, and protective goggles. For more
information, consult the appropriate safety data sheets (SDSs), available from the product supplier.
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4. Centrifuge for 10 min at maximum speed in a benchtop centrifuge. Discard the

supernatant and air-dry the pellet. *

. Optional: Wash the pellet with 100 pl ice-cold ethanol and air-dry.

Do not overdry the pellet as this may make resuspension more difficult.

. Resuspend the pellet in the buffer for your downstream application.

Sodium dodecyl sulfate (SDS) causes guanidine salts to precipitate. In case the pellet
contains traces of guanidine thiocyanate, load the sample onto an SDS-PAGE gel

immediately after heating for 7 min at 95°C.

* Supernatant contains guanidine thiocyanate and is therefore not compatible with bleach. See page 6 for safety
information.
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Appendix G: RT-PCR and Real-Time RT-PCR

RT-PCR

To perform PCR using RNA as a starting template, the RNA must first be reverse transcribed
into cDNA in a reverse transcription (RT) reaction. RT and PCR can be carried out either

sequentially in the same tube (1-step RT-PCR) or separately (2-step RT-PCR).

One-step RT-PCR requires gene-specific primers. For this application, QIAGEN offers the
QIAGEN OneStep RT-PCR Kit, which enables one-step RT-PCR of any RNA template without

optimization.

Two-step RT-PCR is generally carried out using oligo-dT primers in the RT step and gene-specific
primers in the PCR step. For the RT step, QIAGEN offers two kits for efficient and sensitive

reverse transcription:

e Omniscript® RT Kit — for cDNA synthesis using 50 ng — 2 pg RNA per reaction
Sensiscript® RT Kit — for cDNA synthesis using less than 50 ng RNA per reaction
For the PCR step, QIAGEN offers enzymes that minimize PCR optimization:

® Taq DNA Polymerase — for PCR without a hot start HotStarTag® DNA Polymerase — for
PCR with a hot start

® HotStarTaq Plus DNA Polymerase — for PCR with a hot start and a fast 5 min enzyme

activation time

For more information on QIAGEN products for one-step RT-PCR and two-step RT-PCR, visit
www.giagen.com/PCRSelectionGuide.
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Realtime RT-PCR

The range of QuantiTect Kits and Assays guarantee highly specific and sensitive results in
realtime RT-PCR on any realtime cycler and require no optimization of reaction and cycling
conditions. QuantiTect Kits are available for two-step and one-step RT-PCR and are compatible
with detection by SYBR® Green | dye or by sequence-specific probes (e.g., TagMan and FRET
probes). Multiplex RT-PCR of up to 4 targets is also possible. Predesigned, validated
QuantiTect Assays are supplied as primer sefs or primer—probe sets and are easily ordered
online at www.qgiagen.com/GeneGlobe. For more information on QuantiTect Kits and Assays,

visit www.giagen.com/geneXpression.
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Ordering Information

Product

Contents

Cat. no.

RNeasy Mini Kit (50)*

RNeasy Mini Kit (250)*

RNeasy Protect Mini Kit (50)*

RNeasy Protect Mini Kit (250)*

RNeasy Plant Mini Kit (50)

RNeasy Mini QlAcube Kit (240)

50 RNeasy Mini Spin Columns,
Collection Tubes, RNAse-Free Reagents
and Buffers

250 RNeasy Mini Spin Columns,
Collection Tubes, RNAse-Free Reagents
and Buffers

50 ml RNAprotect Tissue Reagent,
50 RNeasy Mini Spin Columns,
Collection Tubes,

RNAse-Free Reagents and Buffers

250 ml RNAprotect Tissue Reagent,
250 RNeasy Mini Spin Columns,
Collection Tubes,

RNAse-Free Reagents and Buffers

50 RNeasy Mini Spin Columns,

50 QlAshredder Mini Spin Columns,
Collection Tubes, RNAse-Free Reagents
and Buffers

For 240 RNA minipreps: RNeasy Mini
Rotor Adapters (preloaded with spin
columns and elution tubes); RNase-free
reagents and buffers

* Kit also available in midi and maxi formats for larger sample sizes; see www.qiagen.com/RNA.
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Product Contents Cat. no.
Accessories
Buffer RLT (220 ml) 220 ml Buffer RLT 79216
Collection Tubes (2 ml) 1000 x 2 ml Collection Tubes 19201
RNAprotect Tissue Reagent For stabilization of RNA in 76104
(50 ml) 25 x 200 mg tissue samples: 50 ml
RNAprotect Tissue Reagent
RNAprotect Tissue Reagent For stabilization of RNA in 76106
(250 ml) 125 x 200 mg tissue samples: 250 ml
RNAprotect RNA Stabilization Reagent
RNAprotect Tissue Tubes For stabilization of RNA in 76154
(50 x 1.5 ml) 50 x 150 mg tissue samples: 50
screw-top tubes containing
1.5 ml RNAprotect Tissue Reagent
each
RNAprotect Tissue Tubes For stabilization of RNA in 76163
(20 x 5 ml) 20 x 500 mg tissue samples:
20 screw-top tubes containing
5 ml RNAprotect Tissue Reagent each
RNAprotect Bacteria Reagent RNAprotect Bacteria Reagent 76506
(2 x 100 ml)
QlAvac 24 Plus Vacuum manifold for processing 19413
1-24 spin columns: includes QlAvac
24 Plus Vacuum Manifold, Luer Plugs,
Quick Couplings
QlAvac Luer Adapter Set For processing 1-24 QIAGEN spin 19541
columns on QlAvac 6S: é adapters
with 4 luer connectors each, 24 plugs
Vacuum Pump Universal vacuum pump Inquire
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Product Contents Cat. no.
Vacuum Regulator For use with QlAvac manifolds 19530
VacConnectors (500) 500 disposable connectors for use with 19407

QIAGEN spin columns on luer
connectors
QlAshredder (50) 50 disposable cell-lysate homogenizers 79654
QlAshredder (250) 250 disposable cell-lysate 79656
homogenizers
Tissuelyser* Universal laboratory mixer-mill Inquire
disruptor
RNAse-Free DNase Set (50) For 50 RNA minipreps: 1500 units 79254
RNAse-Free DNase |, RNAse-Free
Buffer RDD, and RNAse-Free Water

Related products for RNA purification

RNeasy Fibrous Tissue Kits — for purification of total RNA from fiber-rich

tissues
RNeasy Fibrous Tissue Mini Kit 50 RNeasy Mini Spin Columns, 74704
(50)7 Collection Tubes, Proteinase K,

RNAse-Free DNase |, RNAse-Free
Reagents and Buffers

* Visit www.qiagen.com/products/accessories for details about the Tissuelyser and accessories.

' Kit also available in midi format for larger sample sizes; see www.qiagen.com/RNA.
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Product Contents Cat. no.

RNeasy Lipid Tissue Kits — for purification of total RNA from fatty fissues
(and from other types of tissue)

RNeasy Lipid Tissue Mini Kit 50 RNeasy Mini Spin Columns, 74804
(50)* Collection Tubes, QlAzol Lysis

Reagent, RNAse-Free Reagents and

Buffers

RNeasy Protect Bacteria Kits — for in vivo stabilization of the gene
expression profile in bacteria and subsequent RNA purification

RNeasy Protect Bacteria Mini Kit ~ RNeasy Mini Kit (50) and RNAprotect 74524
(50)* Bacteria Reagent (2 x 100 ml)

RNeasy Plus Mini Kit — for purification of total RNA from cultured cells and
tissues using gDNA Eliminator columns

RNeasy Plus Mini Kit (50) 50 RNeasy Mini Spin Columns, 50 74134
gDNA Eliminator Mini Spin Columns,
Collection Tubes, RNAse-Free Reagents
and Buffers

RNeasy Micro Kit — for purification of concentrated total RNA from smaill
amounts of tissue or small numbers of cells

RNeasy Micro Kit (50) 50 RNeasy MinElute® Spin Columns, 74004
Collection Tubes, RNAse-Free DNase |,
Carrier RNA, RNAse-Free Reagents
and Buffers

RNeasy MinElute Cleanup Kit — for RNA cleanup and concentration with
small elution volumes

RNeasy MinElute Cleanup Kit 50 RNeasy MinElute Spin Columns, 74204
(50) Collection Tubes, RNAse-Free

Reagents and Buffers
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Product Contents

Cat. no.

Related products for downstream applications
Omniscript RT Kit — for reverse transcription using 50 ng to 2 pg RNA per
reaction

Omniscript RT Kit (50) * For 50 x 20 pl reactions: Omniscript
Reverse Transcriptase, 10x Buffer RT,

dNTP Mix, RNAse-Free Water

Sensiscript RT Kit — for reverse transcription using less than 50 ng RNA per
reaction

Sensiscript RT Kit (50)* For 50 x 20 pl reactions: Sensiscript
Reverse Transcriptase, 10x Buffer RT,
dNTP Mix, RNAse-Free Water

QIAGEN OneStep RT-PCR Kit — for fast and successful one-step RT-PCR

QIAGEN OneStep RT-PCR Kit For 25 x 50 pl reactions: QIAGEN

(25)* OneStep RT-PCR Enzyme Mix, OneStep
RT-PCR Buffer, dNTP Mix, 5x
Q-Solution, RNAse-Free Water

QuantiTect Reverse Transcription Kit — for fast cDNA synthesis for sensitive
real-time 2-step RT-PCR

QuantiTect Reverse Transcription  For 50 x 20 pl reactions: gDNA

Kit (50)1 Wipeout Buffer, Quantiscript® Reverse
Transcriptase, Quantiscript RT Buffer,
RT Primer Mix, RNAse-Free Water

* Larger kit size available; see www.qiagen.com/products/pcr.
t Larger kit size available; see www.qiagen.com/products/pcr.
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Product Contents Cat. no.

QuantiTect SYBR Green PCR Kit — for quantitative, real-time, 2-step RT-PCR
using SYBR Green |

QuantiTect SYBR Green PCR Kit  For 200 x 50 pl reactions: 204143
(200)*" 3 x 1.7 ml 2x Master Mix, 2 x 2 ml
RNAse-Free Water

QuantiTect SYBR Green RT-PCR Kit — for quantitative, real-time, 1-step
RT-PCR using SYBR Green |

QuantiTect SYBR Green RT-PCR For 200 x 50 pl reactions: 204243
Kit (200)** 3 x 1.7 ml 2x Master Mix, 100 pl RT
Mix, 2 x 2 ml RNAse-Free Water

QuantiTect Probe PCR Kit — for quantitative, real-time, 2-step RT-PCR using
sequence-specific probes

QuantiTect Probe PCR Kit For 200 x 50 pl reactions: 204343
(200) ** 3 x 1.7 ml 2x Master Mix, 2 x 2 ml
RNAse-Free Water

QuantiTect Probe RT-PCR Kit — for quantitative, real-time, 1-step RT-PCR
using sequence-specific probes

QuantiTect Probe RT-PCR Kit For 200 x 50 pl reactions: 204443
(200)*1 3 x 1.7 ml 2x Master Mix, 100 pl RT
Mix, 2 x 2 ml RNAse-Free Water

QuantiTect Multiplex PCR Kits — for quantitative, multiplex, real-time,
two-step RT-PCR using sequence-specific probes

QuantiTect Multiplex PCR Kit For 200 x 50 pl reactions: 3 x 1.7 ml 204543
(200) t#¢ 2x Master Mix (contains ROX dye),
2 x 2 ml RNAse-Free Water

* Visit www.qiagen.com/GeneGlobe to search for and order primer sets or primer—probe sefs.
t Larger kit size available; see www.qiagen.com/products/pcr.

* Visit www.qiagen.com/GeneGlobe to search for and order primer sets or primer—probe sets.
¢ Recommended for ABI PRISM and Applied Biosystems® cyclers.
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Product Contents Cat. no.

QuantiTect Multiplex PCR For 200 x 50 pl reactions: 3 x 1.7 ml 204743
NoROX Kit (200)*1* 2x Master Mix (contains no ROX dye),
2 x 2 ml RNAse-Free Water

QuantiTect Multiplex RT-PCR Kits — for quantitative, multiplex, real-time,
one-step RT-PCR using sequence-specific probes

QuantiTect Multiplex RT-PCR Kit  For 200 x 50 pl reactions: 3 x 1.7 ml 204643
(200) *1* 2x Master Mix (contains ROX dye),

100 pl RT Mix, 2 x 2 ml RNAse-Free

Water
QuantiTect Multiplex RT-PCR NR  For 200 x 50 pl reactions: 3 x 1.7 ml 204843
Kit (200) *18 2x Master Mix (contains no ROX dye),

100 pl RT Mix, 2 x 2 ml RNAse-Free

Water

For upto-date licensing information and product-specific disclaimers, see the respective
QIAGEN kit handbook or user manual. QIAGEN kit handbooks and user manuals are
available at www.qiagen.com or can be requested from QIAGEN Technical Services or your

local distributor.

" Recommended for all other cyclers.
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Document Revision History

Date Changes

10/2019 Change in product names. Removed discontinued products in Ordering Information. Clarification of

temperature ranges for tissue storage. Updated safety information from “MSDS” to “SDS”. Updated
to latest template.

06/2023 Updated Integrity of RNA section

Updated Ordering Information section to add RNeasy Mini QlAcube Kit

Limited License Agreement for RNeasy Mini Kit

Use of this product signifies the agreement of any purchaser or user of the product fo the following terms:

1.

[SIFNEARN]

The product may be used solely in accordance with the protocols provided with the product and this handbook and for use with components contained in the kit
only. QIAGEN grants no license under any of its intellectual property to use or incorporate the enclosed components of this kit with any components not included
within this kit except as described in the protocols provided with the product, this handbook, and additional protocols available at www.giagen.com. Some of
these additional protocols have been provided by QIAGEN users for QIAGEN users. These protocols have not been thoroughly tested or optimized by QIAGEN.
QIAGEN neither guarantees them nor warrants that they do not infringe the rights of third-parties.

Other than expressly stated licenses, QIAGEN makes no warranty that this kit and/or its use(s) do not infringe the rights of third-parties.

. This kit and its components are licensed for one-time use and may not be reused, refurbished, or resold.

QIAGEN specifically disclaims any other licenses, expressed or implied other than those expressly stated.

. The purchaser and user of the kit agree not to take or permit anyone else fo take any steps that could lead to or facilitate any acts prohibited above. QIAGEN

may enforce the prohibitions of this Limited License Agreement in any Court, and shall recover all its investigative and Court costs, including attorney fees, in any
action to enforce this Limited License Agreement or any of its intellectual property rights relating to the kit and/or its components.

For updated license terms, see www.qiagen.com.

QlAzol Lysis Reagent is a subject of US Patent No. 5,346,994 and foreign equivalents.

Trademarks: QIAGEN®, Sample to Insight®, HotStarTaq®, MinElute®, Omniscript®, Quantiscript®, QuantiTect®, RNAprotect®, RNeasy®, Sensiscript® (QIAGEN Group);
ABI PRISM®, Applied Biosystems® (Applera Corporation or its subsidiaries); Agilent® (Agilent Technologies, Inc.); DU® (Beckman Coulter, Inc.); LightCycler®, TagMan®
(Roche Group); POLYTRON® (KINEMATICA AG); SYBR? (Molecular Probes, Inc.); Tissue-Tearor™ (BioSpec Products, Inc.); ULTRA-TURRAX® (IKA-Analysentechnik GmbH).

06/2023 HB-0435-007 © 2023 QIAGEN, all rights reserved.
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Quick-Start Protocol November 2021

RNeasy® Mini Kit, Part 1

The RNeasy Mini Kit (cat. nos. 74104 and 74106) can be stored at room temperature
(15-25°C) for at least 9 months if not otherwise stated on label.

Further information

o RNeasy Mini Handbook: www.qiagen.com/HB-0435

e Safety Data Sheets: www.qgiagen.com/safety
® Technical assistance: support.qiagen.com

Notes before starting

o If purifying RNA from cell lines rich in RNases, or tissue, add either 10 pl
B-mercaptoethanol (B-ME), or 20 pl 2 M dithiothreitol (DTT), to 1 ml Buffer RLT. Buffer RLT
with B-ME or DTT can be stored at room temperature for up to 1 month.

e Add 4 volumes of ethanol (96-100%) to Buffer RPE for a working solution.

e Remove RNAprotect® stabilized tissue from the reagent using forceps.

For RNeasy Protect Mini Kit (cat. nos. 74124 and 74126), please start with the
Quick-Start Protocol RNAprofect Tissue Reagent, RNAprofect Tissue Tubes, and RNeasy
Protect Kits.

1. Cells: Harvest a maximum of 1 x 107 cells, as a cell pellet or by direct lysis in the vessel. Add
the appropriate volume of Buffer RLT and select a suitable method for disruption and
homogenization (see Table 1).

Tissues: Do not use more than 30 mg tissue. Disrupt the tissue and homogenize the lysate
in the appropriate volume of Buffer RLT (see Table 1). Centrifuge the lysate for 3 min at
maximum speed. Carefully remove the supernatant by pipetting, and use it in step 2.

2. Add 1 volume of 70% ethanol to the lysate, and mix well by pipetting. Do not centrifuge.
Proceed immediately to step 3.

3. Transfer up to 700 pl of the sample, including any precipitate, fo an RNeasy Mini spin
column placed in a 2 ml collection tube (supplied). Close the lid, and centrifuge for 15 s at

>8000 x g. Discard the flow-through.
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Optional: For DNase digestion, follow steps 1-4 of “On column DNase digestion” in
Quick-Start Protocol RNeasy Mini Kit, Part 2.

4. Add 700 pl Buffer RW1 to the RNeasy spin column. Close the lid, and centrifuge for 15 s at
>8000 x g. Discard the flow-through.

5. Add 500 pl Buffer RPE to the RNeasy spin column. Close the lid, and centrifuge for 15 s at
>8000 x g. Discard the flow-through.

6. Add 500 pl Buffer RPE to the RNeasy spin column. Close the lid, and centrifuge for 2 min at
>8000 x g.

Optional: Place the RNeasy spin column in a new 2 ml collection tube (supplied).
Centrifuge at full speed for 1 min to dry the membrane.

7. Place the RNeasy spin column in a new 1.5 ml collection tube (supplied). Add 30-50 pl
RNase-free water directly to the spin column membrane. Close the lid, and centrifuge for
1 min at 28000 x g to elute the RNA.

8. If the expected RNA yield is >30 pg, repeat step 7 using another 30-50 pl of RNase-free
water, or using the eluate from step 7 (if high RNA concentration is required). Reuse the
collection tube from step 7.

Table 1. Volumes of Buffer RLT for sample disruption and homogenization

Sample Amount Dish Buffer  Disruption and homogenization
RLT (p)
Animal cells <5x10° <6 cm 350 Add Buffer RLT, vortex (<1 x 10° cells); or use
<1x107  6-10cm 600 QlAshredder, TissueRuptor®, or needle and syringe
Animal tissues <20 mg - 350 Tissuelyser LT; Tissuelyser II; TissueRuptor, or mortar and
<30 mg - 600 pestle followed by QlAshredder or needle and syringe

Document Revision History

Date Changes

11/2021 Removed reference to RNAlater.

For up-o-date licensing information and product-specific disclaimers, see the respective QIAGEN kit handbook or user manual. Trademarks: QIAGEN®, Sample to
Insight®, RNAprotect®, RNeasy®, TissueRuptor® (QIAGEN Group). Registered names, trademarks, efc. used in this document, even when not specifically marked as
such, are not to be considered unprotected by law.
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Quick-Start Protocol April 2016
RNeasy® Mini Kit, Part 2

The RNeasy Mini Kit (cat. nos. 74104 and 74106) can be stored at room temperature
(15-25°C) for at least 9 months if not otherwise stated on label.

Further information

e RNeasy Mini Handbook: www.giagen.com/HB-0435
e Safety Data Sheets: www.qiagen.com/safety

® Technical assistance: support.giagen.com
Notes before starting

On-column DNase digestion

e If using the RNase-Free DNase Set for the first time, prepare DNase | stock solution by
injecting 550 pl RNase-free water into the DNase | vial using an RNase-free needle and
syringe. Mix gently by inverting the vial. Do not vortex.

® For long-term storage of DNase | stock solution, divide it into single-use aliquots and store
at =20°C for up to 9 months. Thawed aliquots can be stored at 2-8°C for up to 6 weeks.
Do not refreeze aliquots after thawing.

1. Add 350 pl Buffer RW1 to RNeasy column, close lid, centrifuge for 15 s at 28000 x g
(210,000 rpm). Discard flow-through.

2. Add 10 pl DNase | stock solution (see above) to 70 pl Buffer RDD. Mix by gently
inverting the tube. Centrifuge briefly.

3. Add DNase | incubation mix (80 pl) directly to RNeasy column membrane, and place on
benchtop (20-30°C) for 15 min.

4. Add 350 pl Buffer RW1 to RNeasy column, close lid, centrifuge for 15 s at >8000 x g.
Discard flow-through. Continue with step 5 of “RNA purification from cells/tissue samples”
in Quick-Start Protocol RNeasy Mini Kit, Part 1, or step 4 of “RNA cleanup” (below).

_ 00000
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Notes before starting

RNA cleanup
e Add 4 volumes of ethanol (96-100%) to Buffer RPE for a working solution.

1. Adjust the sample to a volume of 100 pl with RNase-free water. Alternatively, follow
steps in “DNase digestion of RNA before RNA cleanup” in Appendix E of RNeasy Mini
Handbook. Add 350 pl Buffer RLT, and mix well.

2. Add 250 pl ethanol (96-100%) to the diluted RNA, and mix well by pipetting. Do not
centrifuge. Proceed immediately to step 3.

3. Transfer the sample (700 pl) to an RNeasy Mini spin column placed in a 2 ml collection
tube (supplied). Close the lid. Centrifuge for 15 s at 28000 x g. Discard the flow-through.
Optional: If performing optional on-column DNase digestion, follow steps 1-4 of “On
column DNase digestion” (above) after this step.

4. Add 500 pl Buffer RPE to the RNeasy spin column. Close the lid. Centrifuge for 15 s at
>8000 x g to wash the membrane. Discard the flow-through.

5. Add 500 pl Buffer RPE to the RNeasy spin column. Close the lid. Centrifuge for 2 min at
28000 x g to wash the membrane.

Optional: Place the RNeasy spin column in a new 2 ml collection tube (supplied). Close
the lid, and centrifuge at full speed for 1 min.

6. Place the RNeasy spin column in a new 1.5 ml collection tube (supplied). Add 30-50 pl
RNasefree water directly to the spin column membrane. Close the lid, and centrifuge for
1 min at 28000 x g to elute the RNA.

7. If the expected RNA yield is >30 pg, repeat step 6 using another 30-50 pl of RNase-free
water. Alternatively, use the eluate from step 6 (if high RNA concentration is required).
Reuse the collection tube from step 6.

Scan QR code for handbook.

For up-to-date licensing information and product-specific disclaimers, see the respective QIAGEN kit handbook or user manual. Trademarks: QIAGEN®, RNeasy®,
Sample to Insight® (QIAGEN Group). 1102231 04/2016 HB-0571-002 © 2016 QIAGEN, dll rights reserved.
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