Easy access to human and mouse gene shRNA plasmids for RNA interference at BCCM/LMBP

Introduction

RNAi has become an essential tool for functional genomics. It permits the selective knock-down of specific proteins in cells to assess their functional role. It is increasingly used to discover and validate new targets and biomarkers, and to elucidate disease mechanisms. Moreover, it is being developed for in vivo experimental use and even for therapeutic use.

Ghent University and VIB became a member of the Functional Genomics Partnership Program (FGPP) of SIGMA, making RNAi-related technologies more accessible to academics. Thanks to financial support by the Hercules Foundation1, the BCCM/LMBP plasmid collection could acquire the genome-wide SIGMA MISSION TRC1 and TRC1.5 human and mouse shRNA libraries developed at the Broad Institute of MIT and Harvard, USA. The libraries consist of more than 176,000 pre-cloned shRNA constructs targeting more than 16,000 annotated human genes and more than 15,950 annotated mouse genes for RNAi-mediated gene silencing (http://www.sigmaaldrich.com/life-science/functional-genomics-and-rnai/shrna.html). Via BCCM/LMBP, all researchers of the Ghent University and VIB now have easy access to individual bacterial glycerol stocks of single TRC clones at marginal cost. 
1 Structural funding for medium-scale research infrastructure (project “RNAi collection and associated facilities”; contract number: AUGE/09/040; spokesperson: Prof. Dr Rudi Beyaert)
MISSION shRNA clones include hairpin sequences comprised of a 21 base stem and a 6 base loop cloned into the pLKO.1-puro vector and are sequence verified. A minimum of 3-5 shRNA clones are available per target gene to provide varying levels of knockdown and to target different regions of mRNA transcript. Sigma-Aldrich guarantees that at least one of those clones for a gene should yield more than 70% knockdown. For a given RefSeq, there is often a shRNA clone targeting the 3'UTR, which is useful in phenotypic rescue studies using cDNA expression constructs.

Template structure of each shRNAi clone
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Prices (applicable to all Ghent University departments, except the Department of Biomedical Molecular Biology)
The shRNA clones and the control vectors are available in return for a significantly reduced price as compared to the SIGMA catalogue price: 
· 1 clone: 50 euro
· 1 control vector: 50 euro

· minimum 5 clones of the same gene: 28 euro/clone
· 25 – 249 clones: 21 euro/clone
· 250 or more clones: ask a quote
Please be informed that the prices mentioned above are exclusive VAT and exclusive, per invoice, 13 euro administrative costs.
Ordering procedure (applicable to all Ghent University departments, except the Department of Biomedical Molecular Biology)
1) Locate the shRNA clones and/or the control vectors you are interested in

a) shRNA clones

Search Your Favorite Gene (http://www.sigmaaldrich.com/life-science/your-favorite-gene-search.html) to locate TRC1/1.5 shRNAs that target your gene of interest. Look for the validated symbol on the shRNA clones detail pages to identify functionally validated shRNAs.

b) Negative, positive, and transduction control vectors


The following TRC1/1.5 control vectors are available at BCCM/LMBP:
	MISSION TRC1/1.5 control vectors

	POSITIVE
	NEGATIVE

	Transduction
	Knockdown
	Monitor Off-Target Effects

	Name + BCCM/LMBP accession number
	Name + BCCM/LMBP accession number
	Name + BCCM/LMBP accession number

	SHC001 (empty vector)
(Accession no. 7271)
	SHC004 (sh-TurboGFP)
(Accession no. 7274)
	SHC001 (empty vector)

(Accession no. 7271)

	SHC003 (TurboGFP)
(Accession no. 7273)
	SHC005 (sh-eGFP)
(Accession no. 7275)
	SHC002 (non-target shRNA)

(Accession no. 7272)

	SHC010 (TagCFP)
(Accession no. 7279)
	SHC007 (sh-luciferase)
(Accession no. 7276)
	SHC004 (sh-TurboGFP)

(Accession no. 7274)

	SHC011 (TagYFP)
(Accession no. 7280)
	SHC008 (sh-Beta2Microglobulin)
(Accession no. 7277)
	SHC005 (sh-eGFP)
(Accession no. 7275)

	SHC012 (TagRFP)
(Accession no. 7281)
	SHC009 (sh-ARHGDIA)
(Accession no. 7278)
	SHC007 (sh-luciferase)
(Accession no. 7276)

	SHC013 (TagFP635)
(Accession no. 7282)
	
	

	SHC014 (UbC-TurboGFP)
(Accession no. 7283)
	
	

	SHC015 (UbC-TagFP635)
(Accession no. 7284)
	
	


Additional information can be found on the SIGMA website (http://www.sigmaaldrich.com/life-science/functional-genomics-and-rnai/shrna/trc-shrna-products/shrna-controls.html)
2) Send your order form

An internal SAP order form is requested and can be sent:

· by fax: +32 9 33 13 504 or
· by e-mail: bccm.lmbp@dmbr.UGent.be
Please specify in your order form: 
- the exact identification of the requested materials:

· for shRNA clones, specify at least

· the TRC number;

· the gene symbol;

· the species (human or mouse);

· for the control vectors, specify the name and the BCCM/LMBP accession number as mentioned in the table above.
- the name of the Ghent University department;
- the invoice address if different from the shipping address. 

3) BCCM/LMBP will confirm the receipt of your order, sending you an order confirmation with an overview of the requested shRNA clones / control vectors, indicating the related price and the scheduled delivery date, together with the related sequence data and circular map (.txt, .gb and .jpg files).

Distribution of the TRC1/1.5 constructs
The TRC1/1.5 control vectors and the shRNA clones are distributed as 1 ml plasmid-carrying E. coli cultures, grown to saturation in liquid modified Terrific Broth medium (containing 8 ml/l glycerol instead of 4 ml/l) with 100 µg/ml carbenicillin.

The plasmid-carrying E. coli cultures will be sent by regular mail unless you prefer to pick up the package yourself.

The validated datasheet and circular map related to the control vectors will be enclosed with the biological material.

For the shRNA clones, BCCM/LMBP will not draft a datasheet, neither a circular map per clone. However, a validated template datasheet and circular map of a shRNA clone will be enclosed with the biological material.

Do not hesitate to contact BCCM/LMBP (bccm.lmbp@dmbr.ugent.be) for more information.

Publications resulting from the use of shRNA plasmids need to acknowledge the BCCM/LMBP plasmid collection and the Hercules Foundation.
UGent - July 7, 2011
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