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Queen’s Medical Center (QMC)

Queen’s Center for Biomedical Research (QCBR)

1. Purpose
This SOP describes the procedure for isolating and purifying RNA from animal cells using the RNeasy Mini Kit (Qiagen).
2. Scope
This SOP will be used by research personnel.
3. Definitions

LCMS intranet URL = 10.95.1.8
RNase = Enzyme that catalyzes the degradation of RNA. 
4. Procedure

1. Follow the protocol titled “Purification of Total RNA from Animal Cells Using Spin Technology” (page 25 in the RNeasy Mini Kit Handbook).
a. I usually add (-mercaptoethanol to Buffer RLT before use.

b. In step 3, I recommend to use the QIAshredder spin column to homogenize the lysate (follow step 3a).
c. If the purified RNA will be used in downstream applications that are sensitive to genomic DNA contamination (e.g. qRT-PCR), perform the optional on-column DNase digestion described in Appendix D (page 69).

2. TE (Tris-EDTA) buffer can be used to dilute RNA samples when measuring the quantifying using the spectrophotometer for more accurate results.  
3. Store purified RNA at -80(C.
Important to Note:

· RNases are everywhere!!!  Great care must be taken to avoid contamination and degradation of your RNA. RNases are released from cells upon lysis and are present on the skin.  RNases are difficult inactivate because they are resistant to prolonged boiling and denaturants.  Also, addition of EDTA or other metal chelators does not inhibit the activity of RNases.
· Decontaminate the bench and all equipment used with an RNase remover like RNaseZap.  
· Be sure to use RNase-free solutions, glassware, and plasticware.

· Get a fresh box of filtered pipet tips and change tips after each single use.
· Change gloves frequently and keep tubes closed whenever possible.
· Keep purified RNA on ice when preparing for downstream applications.
· Work as quickly as possible to minimize RNA degradation.  

· WARNING:  Buffer RLT and Buffer RW1 contain guanidine thiocyanate (toxic) and are therefore not compatible with bleach.

· This kit can also be used to purify RNA from animal tissue or yeast.  Harvested tissue can be placed in RNAlater to stabilize the RNA.

· This kit consistently yields high-quality RNA from stable cell lines.
· As an alternative, the lab also has TRIzol Reagent (Invitrogen) for RNA extraction.
· For more information, refer to the Molecular Cloning Manual, Chapter 7, Protocol 1: Purification of RNA from Cells and Tissues by Acid Phenol-Guanidinium Thiocyanate-Chloroform Extractions, page 7.4.
5.  Location of…

1. RNeasy Mini Kit, QIAshredder, RNaseZap – molecular biology room 805

2. RNeasy Mini Kit Handbook – posted on the LCMS intranet

3. Molecular Cloning Manual – shelf in room 805.

6.  Ordering Information

Vendor

Catalog No. 
Item








Qiagen

74104

RNeasy Mini Kit 
Qiagen

79654

QIAshredder

Qiagen

79254

RNase-Free DNase Set

Ambion
AM9780
RNaseZap

Ambion
AM7020
RNAlater
